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w m m 

10 ifcjMS 

19 , E^-flf B»-CS& £ ftS^i: 7^-8 ^cos&t* k ft 3 r £ & 

15 — ;£\ l^ny^xfy (TPO) u-fr^-Wu jM4£0£&f^5-f 

B^fffc-Mp 1 £ l>TTPOJ;!>3fctel^£;h/CV^ (M. Souyri et 
al. , Cell 63: 1137 (1990) )„ c-Mp 1 fi, lM^I?ijgE#M&> g^S-t/jfiL/h 

&&frltc (M. Methia et al. , Blood 82: 1395 (1993) )„ ^IT, c-Mp 

20 ft-f 3 y #:/Kte, c -Mp 1 D K#^#j»G9l#5itT ^i^Xtflt®^®! 
i.UT(7)G -Mp 1 %m^1t*:<D)) tf> K^ftl^bTPOtfcSi^^^ 
ft (F. de Sauvage et al. , Nature 369: 533 (1994) ; TD. Bartley et al. , 
Cell 77:1117 (1994)), J&fc Mp 1 «T P O U± — £ ftTV£ 0 Z.(0 
' TPO*5itJ!TPOUt^-07^Mi, ©JM^i£'>aE<E>?& 

25 Lt\ faia,|ft^t5fMMS(fft*i$t#lt5I^S 
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t><DX*h%f)\ 7&¥s -*lFv©^7- ng^tt [bispecific] 

5—^0F vC^to^v- ^flSfcPbft-CV^S (Kipriyanov et al. , Int. J. 
5 Cancer, 77, 9763-9772, 1998) 0 £;h/bE\ flHJ&f8Mfi£$NI £-ti:5££:fc:«fc?> 

tJ^W^QS:^^^ LX, -*iFvOi^S^^ 

x t> mnkm <Dmm-t>mm &tiz'kmt.btix^i£ 0 

x, • mmm^-fz e p o^f$^^-rs^ (#w 200 

0- 9 5 8 0 0#42$Rh MuSK^Wt5Sft (Xie et al. , Nature 
Biotech. 15, 768-771, 1997) & if btbTV^o TOPUirT 0 ^-^ 

15 (W099/17364), t^U T=^=^ v'O^-r-fe itJf— 

*^2«f$^©^^^ov^x«IB^fi^v\ 

1- S^E-y ^ P-t" /Hftft (MAB L— l*3«fctfMAB L- 2#tfl0 &©#U./t 

£tux, *<D&%T7$h^iyxAm&&iri1tzk%%%Jtit)tc 0 Wh, ztitt. 
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#3S0i#«: N £t1$#-? (whole IgG) *-*|Fv^7- 
*IS^O^^tt % S^^^tl^CV^S:^i-5wh o 1 eOtn;#: (i 

gG) kkmLxmm^^&zfiLxtev , zbiztfifoti+mk^ft^m* 

t£oT, *mWfcs TPOl-±y^-^mi-^^t\CX *) T P.OT^ h 
^ffl&^-f\ fe^^H^V^^2oJ^±^t>'L^V^^2o^± > &£L< 
2 ~ 6 , $ P, L < 2 ~ 4 N L < 2 O^tf^ 
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^frU-J: •9&JJ&fi*J:v'^vu£&gL5 S t<^-efetb{^V^^^ c ^5 t>^•^ 
10 #3g^&»Cfm> &t l< li 1 o(DHiV«t; 1 L iViig^ 

y-f-v-, Xtt2 0C75H^V^S.t/2 0(DL^V^^tf-^:^y^<y^ 
KT'fc^c ^^f^^^^V>T, H^V^^t>*L^V^«, #£L<«y 
20 ^#-£^LTiiii££;ftTV^ 0 

W (cis/trans — 3 — zfy~~ Uy^ cis/trans — 2 — •><'y : T=- UV S cis/ 
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trans- 3 U^:fc5 «fctf cis/trans- 3 -^df-tr — U>-&£f) -e&<5 0 

*i^ffl#^:£v>T rTPOT^h^j tfi, tpo ui? 7^-^*11- 

#3§^fcl*3V^ T P 07 Yftm<D ED50 fitte, ^OTPOT^b 

^©ilJ^cfcD^^^-ir^-etSo MJm\aX BaF/mpKUT7/ 
TPO/i^©TP OS^&tt»^^ffiV^fc»Ji5i^T MP L ^ >v^ <£> 

fclk/hfe^GPIIbllla (fctGPIIbllla) mjL<DM^ ■ U&3 L &lMfa&: (DA 
fr^ttSr 1 0 0%<h U £0»5 0%t/^fflMED 5 0°/ 0 ^i:i-5 0 

£Wg#i: L^V^©*fSr^i-5 I g G^O whole ©ftft (J^TV MttPth^ 
0) ^iU^±©TP07^7 M^ffl (ED50 \U) &7jki-i>(DmT-l£L 

ttl0fgf£tl©TPO7^ hfffl (ED50fit) £jjH-fc<0tfS#3; bV\ ^fc, 

tt % Fny»fy (tpo) £tt$fcbT|I}g£Lh<Z>T P07^ Htffl 
(ED50j[t) tn:^^H^V«^2o^±^t>*L0V^^2o^±-^i? 



WO 02/33072 



6 



PCT/JP01/09259 



5#FRJtu £ L< ttl (M£^_L<7)T P07^ M1MB (ED50jfi) 

^-?v^ r^b^J irfi, #$8iE©&g8ft#fc:|5gP>1\ who l e 
5 F(a b') 2 #, 2o^± N £f£L<te2~6, ^t|ftl<li2~4, 

^fcwb^tt, ^i^iit^LT, i/i ozir (Dmiformmm (Edsom * 

-So 

TPout^-^it5it(a!!)TP07^ 

25 y^- = ^^ifeXfiSJ^fe-efco-C, 1) TPOVt^-|:#IKl(C^t 

U 2) TP0^7°^-^^Lrv^5»iI«^^<i:^^^^ 3) 
TPOW^ Sr^ffii" 5 r £ m «fc "9 IIJMS Id £"f 5 T P O 7 = * h £ 
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^§^&^#CfMs (mono-specific) , "S^tt 

5 (bi-specific) &^$^<D#g*t#^<f± (multi-specific) Slttt'fcott 
<fcV^\ # 3; L < J»-#Mt£ (mono-specific) &mKW-XhZ> 0 

^mutt-it, ^^©Hivf^oyxiiLivti^^ t 

hirC#:*5l5^H^V^S-tJ«L^V^«, M;itfWO 9 9/1 0 4 9 4^fg^ 

K;^o-t«LiVii|©7l/-AJ7-^iJ| (FR) b K h SkftVVfi ' 

yy\, tyv\ tfyi/ftif) <d^/ ? 

trLfc<DL&Vffi&<Dffiffi&&;feffl& (complementarity determining region ; £k 

TCDRifS) ^tfk bStfbLgHv^ifc&tf/xtefc K^y^n-^vMTCffc 
20 HiVfilCFRH h^On*fL®J#J (M£^ 7yK £v\ 

v 1 , fvv&if) ^ / ^ o - t/^^O Hi V C D R ?rtif t hSfkHi V 
1>Htob#f/&£tl5 D -©^s CDRfc«fctfFR<PT5Vlfe@B^j£--|HSgfr2£ 

25 #i "vt>^ % 7 7 k £v\ fcyv\ fvK =-!7by&£?) (D-^y^n 
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So 

15 i&K:, #3gPj!©T POT^ LT-^Wi-6E^»iJ 
20 1 O© LiV W^if-^F v (O^^v-Xli 2 o^HiV 2 

25 -r^o 
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5 ;Hftftc2H$iV^<£CDR&^tpt hMteHftV^W UV\ & 
7 IfeiB^J £ -g&3feg£ t fc L #1 V 11$ t> \C *5 5 L #£ V « K $ tl 3 ^ , 

20 iiMii&^MM (CD R) 

(CD R) «t Dif/f££tbTV^ (Rabat, E. A. TSequences of 
Proteins of Immunological InterestJ US Dept. Health and Human Services, 
25 1983) o 

mU4,Wi<D-7V—J±y — ? l mm (FR) <E>£<E>£B#te B-v>- ht^it^i 9, 
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mi&<DmtoT S t '&m&1r% Z. kfek-DX, Kabat, E. Lb, 

5 TSequences of Proteins of Immunological Interest] <D$M&IO^ l b.iLfcBi _ ^ b 
tfX%?> 0 

-*m.F v 

(tl¥ll-6 3 5 5 7f) 0 £ Jf-W%<D— #$(F v fclfcM^T, 

fuiB^fg^ i & c d r e>— & % it fi-t <z> r * y hib^j <d— as & 

25 [HiVfi] - [LiVl^] - [Hi(Vf«] - [LiVft] 

[L0Vli|] - [HlVW - [LiV«] - [H#(Vf^] 
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M*L&\ Protein Engineering, 9(3), 299-305, 1996 KlIi^tLS D 
S e r 

G 1 y • S e r 

G 1 y • G 1 y • S e r 
10 Ser-Gly-Gly 

Gly-Gly-Gly-Ser 

Ser - Gly - Gly - Gly 

Gly-Gly-Gly-Gly-Ser 

Ser'Gly'Gly'Gly'Gl-y 
15 Gly-Gly-Gly-Gly-Gly-Ser 

Ser 'Gly-Gly'Gl. y'Gly'Gly 

GlyGly - GlyGlyGly - GlySer 

Ser - Gly-Gly-Gly-Gly-Gly-Gly 

(Gl y ■ Gl y • G 1 y -Gly • Ser)n 
20 (Ser -Gly 'Gly "Gly -"Gl y)n 

©S^fi^i:'fe5S^^«toT^*S^ % -*giF v (dSsv^TttiifiT 1 ~ 2 

^^tf-^^^Cf$}CjoV>T(^ [HiViig] - [L^VlS^c] OUt [L 
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7 ^l<li3~3 07;;;i, $bWtt<tt5-207^ilT' 

fflV>bftT^5&ffi$Pk flil&tfN-t Ka^r^^iX^-r 5: K (NHS) 
^^^v^^lz-f- (DSS), tr* U^^v^W v^) 

h (BS 3 h v^^tf* U^^v>/ot^-F) (DSP), ^ 

f-^-if^ ^ ^>/d h) (dtsspK ^.f-ysvy 

10 ijn— /Hf* v^^^f) (EGS)^fVy^^^ 

v^S^il (DSTh v^/UJft.X^v'W $ ^/Wg^S&S U^*-DS 

(BSOCOESh fcf* [2- (^/U**^ v'W ^ Kt= 3 fv'^^*^^t d r 
15 vO ^fvl/| ^/M^ (7M-BSOCOES) tnZXlhVs ^fah<o9&tgiM 

2 0%^ ^t<(i5 0 0 /oJ^±, 
£tfS$f£L<;, ^-^2-127^^ «fc t> b < ft 3 

tL6 0 -*0FvOW^LT, WO 9 9 /1 0 4 9 4 iCfBtfe&ftS 1 2 B 5#C$:, 
1 2 E 1 O^^&^lhSHfCV^i L^V«^Wi~5 fc^riUgtf b*L3 0 
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; ? v-i-^ttfc&&(DHmvm%%t irnvM^fiirz s cubs 

(y ^^7- : 1575;t), scl2E10 (U : 15 75y|), db 

1 2B5^v- : 5 7^K), db 1 2E1 0^v- (!)^ 

- : 57;/i) £WbtL5 0 

10 K1"5DNA, IP^-^F v 

Sr=i- Kt 5 D N AXI4^-*i^ y ^/f K£=<- K"f 6DNA£#5;& 
g^fcS 0 ^ftb^DNAfi, 0IJ£.f£ s c 1 2B 5 % dbl2B5 N scl2E 
1 OW/Xttdb 1 2 E 1 O^^fcfiffjfBF v S^H^V^WL^V 
K"f SDNA&fflVT, X«rtlb©DNA^M<t U ^ GDgB^J l*i 

-ttZm^&tfV *7~1?T&mfrJfc (PCR) fetc«t!9J#i|ii-5ri:Jz:J;l9#S 

#v^icov>r, r?yiiia^jo-lfPQfe^^BifSi-5*^icfi N pcr^ 

T^d, PCRM^Tl 2B 5 1 2 E 1 0 tfifccD L^Vfl^i#it>I 
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El OffiftfDHmvm&VigmtOfrib, 4^-^X1^ - 

^ Kga^ijcccGciG^^r-f st^Sr^ffltTv^So ^nb^jpw^if 

#(am£tlfcPCR:/7^T-£fflV>T, 12B5^ 12E10^fr© 
#V^Srn- cDNAHtibO 5' 3* — 5fe^ld*3V^T.3g^ 5 &4fi: 

«9*HILT#fel 2B 5#l$:, 1 2E 1 Offifttf) 

^vt^^, mm®* hcfi^^-r-c^wtsHEF^^^^- (W092 

- 1 9 7 5 9#RB) KJfALifc„ ?v-yik£ntcDNAmmfcmt&M(Dft 
fes fflx-t£s SI&DNAv^-^ni^f-— (Applied Biosystems *±M) £:JlV^T?T 

^i-5r^^-et5o ^LT, iDNA^LTHiVitMLiVii^^ 
M^-Kt^DNA^r^^^o ££>K:, lowMM^-Kt 
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15 

*|§KlJl*3ft53fe^^©#^V^(i, (#'J*J^ Sato, K. 

5 Cancer Res. , 53, 1-6 (1993) C i: ) £/BV^5 C .£ Kl«fc ot, t M 

. A^H^ix^ t W-*|Fv, Ulft-*lFvlrli, t hmik* 

^©DNA, m?Ltf:K h^i^iV0i|?r n - Kt5DNAlr#5 r i ^ 
*%W<D&&fofctih . (bi-specific) &%&i$VbZ>m&. &&<D 

ktfXtZfiK z.tit>frmfe£in6t>(DX'i$te\i\ . 
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5lt^T'#5„ t h-W h^'o^/W (Human cytomegalo- 

virus :HCMV) itugfl (immediate early) yp^^^-^t5©WL 
15 V\ HCMVyn^- £r£W1~53)^/<* HCMV-VH- 
HCyl> HCMV-VL-HCK^tfeot, PSV2neot^t5^7^ 
^ K-<^^- (»WW0 9 2/1 9 7 5 90m) &&££ilZ> 0 

20 jM/l>** i/?7y^;^40.(SV40) /i^O^yW/n^^^fc 
h • ^li^T 0 ^- K^i — y • xay^Va y-77^^-la (HE F — 1 a) 

^SM&ffl-t 3 Mulligan, R. C. b^iSfe (Nature, 277, 108-114, 
(1979)), £fc, HEF-laT'D^'-^^-^ffl-f S4&^fis Mizushima, S. 6 
25 (Nucleic Acids Research, 18, 5322, (1990)) \^&X.\t^-$ 3 \Z.%^f 5 

Zk&X$Z> 0 

^M$3fr (or i) t LXIX SV4 0, 9 frX^ TtJ^J^ 

X, ^;<t°u— ?iy^;U7. (BPV) f©toor i ^ t #-?f % £ 
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') Il'feSV^il (neo) itte^* if (TK) itfg^\ Kffim 

5:^-^=3-1/ -t? 7 ^yfc7,-fc ]) tfi/j], h y ^7x7^ (Ec ogp t) Ifc 
^\ V s t Kp«315B^ (DHF.R) I^f^:i:^t#5 0 
5 ±^©<t5^^U^^»^m^^ttfi, 7^-rA/Ts/*-r (R 
1A), |*£&f$gft&&8!j£ifc (EL ISA) ^fc^®-/7X^y*R|^(Di!& 

10 PMHfcf*. ^^©^$L<t:Sr=i- K-TSDNAfc^f SH^^-TTg 

~-<ote&&mfei-z>o #mkLx&m^?*-o&^teWfc&Litmi&<Dm%± 

ffiftX&m^Zo ffifU flil&tf 1 2B 5tn^ 1 2E 1 0^©i^(Ciit hM 

in vitro xtDisy-rMmmmim (m^t. um&<D%m, ^itmm^tat 
&m *wa<DW , feftfex-nm-tz>z.kftX'%z> 0 

In Vivo X<Dm®nmt®\x.i£-? <7 * MPL fc^JSH-S* J $ n — f/ufoft, 

m^<Dmtx^(D^*tm-tZ)» 

^t>'L^V^?r2 0^±^tp^^^^ilt, 0J;lff_tfB©In vitro 
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In vivoT*<&MSI*;&fc:«k r)*$m<D&&fafo*x9 V-~yyir.z>z.k\ii£o 
L<li^2~4, L < 2o^tfb<b-efc!9, lo©H|V|| 

L-l. MABL-2^Sri4f5^^y K— MABL-lWMAB 

25 ^Sff («lo< fcfrfcffC-TS 1#3#) ^ 1 9 9 7^9^1101:, ^f£# 
^WtlFERM BP-6100, FERM BP-6 1 0 1 ^ ITlif 
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MM&ll (t h I AP^STf 5^!77^y ^ n—tjV^^(OV%^^~- Ki" 
5DNA<£>^ p — Wb) 

t h I API:>tt5v^*y ^ n-t*MABL - H0MABL-2 
CO^^^ =i - K-t* 6 D N A i 5 * a — >it Lfc D 

5 1. 1 ^yty^^RNA (mRNA) <Pfgj& 

K— ?MAB L- lSr>'MAB L- 2i^OmRNA^ mRNA 
Purification Kit (Pharmacia Biotech $fc£[) £fflV^TPi!J Lfc 0 
1. 2 ^jcDNAO^ 
#\J 1 H g ©mRNAi <9 Marathon cDNA Amplification Kit (CLONTECH £: 
10 fflV^lcDNA^U T^y^-M^t7t 0 

Thermal Cycler (PERKIN ELMER friO &/BV^T P C R$fc£?Tofc 0 

(1) mabl- i LMvMM^ar^K±^Ajj£^Mii 

p c T 0 ^ -v-ft, r^y^ -<e>$p#bb#i £ ^ ^ y *v x-t 

15 5gfi?lJ#^: ll^t7W-/7^v-l (CLONTECH *±M) , S.t>*-^!>^^ 
y^lL*C^E5IJ £ y y Xf 5EyiJ#-^ : 2 te^rf-MRC (Mouse 
Kappa Constant) ^7^^ (Bio/Technology, 9, 88-89, 1991) £ffl^/t 0 

PCR^5 0plft 5ji 1 1 OxPCR Buffer II, 2mM M g C 1 2 , 
0.16mM dNTPs (dATP, dGTP, dCTP, d TTP) N 2.5^ 

20 =-y Y COD NA/KU ^ 7 — if AmpliTaq Gold (l^_t PERKIN ELMER fctUD . 0. 2p 
M©IB^IJ#-§-: 1 (^tTW-^^^^ 0. 2yM©lB^J#-^ : 2(C^t 
MKCyHv-WMABL-ltol^lcDNA O.ljig^^U 9 
4Wj]Wtt9^LT^t9 4 0 Cttim 6 O'CfcT l^fgj&tf 
7 2 °C^T 1^20 fj?m, Z. (DmPF-?JJtt&L1t 0 Z (Dm&^ ? 5 

25 Lfcik. BLfom&fa*'%.\Z7 2°Ctl 0;M»Lfc o 

(2) MABL-1 HjV»3- c DNAOffipj 

P C RCDfc^fDyy^^— t LTga^J#-^- : 1 \Z.7FtT 7 >{ -7- 1 , 

'St^lB^J#^- : 3JC^-fMHC-yl (Mouse Heavy Constant) 7" 
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(Bio/Technology, 9, 88-89, 1991) £fflV^c 0 
cDNA£>iHgtiu 0. 2 V M(DMKCy°y ^ 0>ftb «9 KO. 2jiM©MHC 
-Yl7 0 7^^-^V^Tlilf•gLfc^Srl^V^-C, giiBl. 3 (1) ^^TLHV 

5 (3) MABL-2 LfjVfigJfe:?- Ktj5 c DNA<P*j<j 

PCR^yc^^7°7^^-i LTia^lJ#^- : 1 \Z.fr^T $ ~7°7 -( 1 > 

c DNAtf^Ite:, MAB L- 1 fi^OZI^iU DNA 0. g (Dftfr >9 fclM 
ABL-2ft^©;*icDNA 0. g £fflV^Ti#*§ bfc&Srl&V^ tufa 1 . 
10 3 ( 1 ) ^TMAB L — 1 h^V^$ l ^i^^(D^^\C'0\j^Xt^M l Yytz.(D 1 1^1 

(4) MABL-2HiV^^^- Kjj5 cDNAO^! 
P C Rcofc^^-Zy^^-i: LTia^iJ#^- : 1 \Z.7ttT #7 1*--?? 1 . 

: 4iOTfMHC-y2 a ^7^v- (Bio/Technology, 9, 88-89, 
15 1991) £fflV>fc 0 

c DNA©til§|i N 0. 2nM<?)MKC7°7^^ ©ftfc "9 £0. 2jiM£>MHC 
- Y 2 a:/7^-£Jl^TJii|f Lfc/££I&^T, itulB 1 . 3 (3) JC*5V^TL0 

. 1. 4 PCR^^MM 
20 Sij|BC9<t 5 tttPCRSia 91#it©LfcDNAlifr)f£QIAquick PCR 

Purification Kit (QIAGEN f±§!£) ^J^T^M U ImM EDTA?rttt5 
lOmM Tris-HCl ( p H 8 . 0 ) Lfc 0 

i. 5 mi&Rtmntm: 

±M<D «t 5 tc LTDlM L fcM A B L - 1 & jfE-r £ * 7J y '<m. L 0. Vfjft^£ =« — 
25 K-r^it^^-aA^^jtaDNAifit^l 4 0 n g^pGEM-T Easy-< 
^ * — (Promega *±M) 5 0 n g t , 3 0 mM Tris-HCl (pH7.8), 
1 OmM MgCl 2 , lOmM ~7ft7Kh/K ImM ATPM33. 
^^h T4 DN A (Promega f±£i) Sr^f" ^/fc^WT, 1 
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5°C^T 3H#^KJ££^il3&Lfc 0 
ifcfc, 111 1 (D±|B^^M^«^DH5a(7Dri>'h 0 -r> h« (m#^± 
•SI) 5 Onl \Z.Mx-^ ^rUTi^«^7k±T3 0#lk 4 2Wl'^U 
f?t>*zk±T* 2 #R8SHt bfc 0 1 0 On 1 (D S O Cm*& (GIBCO BRL *±$8) & 

5 Jn^L, 10 0pg/ml©TytV!jy (SIGMA M) ^ft^LB 

(Molecular Cloning : A Laboratory Manual, Sambrook b% Cold Spring Harbor 
Laboratory Press, 1989) M^M±K^(D±mM^WP(fi 3 7°CtCT^i§ 

£ <Z>7l£ff&&fls£ % 5 Opg/m l©7>tVU y^ttt5LBM3ml ^ 
10 T*3 7 0 C^T^lt#U ^Lt^CftW^ QIAprep Spin Miniprep Kit 
(QIAGEN fti^) ^rfflV N T7°7^5 KDNA^rMM Lfc 0 

-5tT#btufc, /W^y K-vMAB L - 1 Ci^tS-?^* j/^lL 
|V«n- Kl-^itfS^ ^^-r57°7^ 5 K£p GEM-MI L L 
fc. 

15 JtfB©|^C^fe^oT, ^<4 7V K— ^MABL-l^ft5f5-rS^!>^H0 

pGEM-MlHi^Lfc 0 
Sfc, W^iJ K-7MABL-2(Ci^t5-7^^^j'^iLiVi^3 

- K-tait^^-a^-rST 0 ^^^ K£MMDNAlffJt^M«U pGEM- 
20 M2 L Lfc 0 

s^-fV K^vMAB L - 2 l^M5"7!>7HiVf i^n- Kf5 
I^^ttt5y7^5 KSr^DNA^^fj^SSt, p GEM— M 2 Ht 
L/c 0 

HWJ2 (DNA^itSiB^iJOZ*:^) 
25 SirfB^T 0 ^^ 5 KtWc DNA^— K^^SlS^&^te, SlDNAv- 

— frls-f-^ (Applied Biosystem RXf ABI PRISM Dye Terminator Cycle 

Sequencing Ready Reaction Kit (Applied Biosystem &M) ^rffi^t^ ^—jj — 
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77*% Kp GEM-MI Uc^*ft5-r£*MABL- l^©LiV« 
Icfc, 7"7^5; K p G EM-M 1 H|:^$ !)^MA B L - 1 ft^CHi 
5 ^7^^; KpGEM-M2L('t*tl5-7!)^MABL-2^©Li 

f£fc, KpGEM-M2Hl^^5v^7^MABL-2^0Hi 
H»J3 (CDROftJ) 

4 0(D7l^-A!7-^^^3 0©^-5I^^ SP^MIt&^I^c (CDR) 

TV^^ N CD R'nB^t^T 5; 7 ^|2^iJ©^M , 14f"±^*6TrSjV , > (Kabat, E. A. 

P? N TSequences of Proteins of Immunological Interest] US Dept. Health 
15 and Human Services, 1983) 0 

20 





5 K I 




CDR(l) 


CDR(2) 


CDR(3) 


pGEM- 


-MIL 


5 


4 3-5 8 


7 4-80 


113-121 


pGEM- 


-Ml H 


6 


5 0-54 


6 9-85 


118-125 


p GEM- 


-M2 L 


7 


4 3-58 


7 4-80 


113-121 


pGEM- 


-M2 H 


8 


5 0-54 


6 9-85 


118-125 



:^J4 n-yftc DNAE>SS^,<E>ffil$. (^7MABL-1^R^ 
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4. 1 7MABL- lttfcm^f p-coi^m 

MA B L — 1 L#&tfHgiVijH:®£=i- K"T5 cDNA^P^y p GEM— M 1 
5 LMpGEM-MlH^PCR^a >9{«Lfc 0 ^LtH-EF^^^- 
(IMMW0 9 2/1 9 7 5 9#BS) iCfAlfc. 

fcft©ll^7'f"7-MHS (1B#J##.: 10) ft, #*©V$f^y-*-f3 
*lJwStfn&=«^ KtSDNA^M ~fVy^^ LloRo z a k = ^-fe E 
10 M (J. mol. Biol., 196, 947-950, 1987) ^t>'H i n d III ftJPS^Hf 

11) XVH iVflSO t ^©^^7^ v-MHA S (IB?IJ#^- : 1 2) fi, 

j m$L<D3$&&zi- Ki-5 dn Aia^ij^^-r ^ y ^-r xleo^^^^ k^-- 

BB3«tf B a mH I ftJPSSf 3Mit£:fr-f 5 «t 9 lO£ff L7t 0 
15 PCR^tl0O]il(t 1 Ojil ©1 OxPCR Buffer II, 2mM MgC 

1 2N 0.l6mM dNTPs ( d AT P N dGTP, dCTP, dTTPh 5 

hC9DNA/KU ^ 7— if AmpliTaq Gold, 0. 4nMT O ^ 
W8ng(Z)ilDNA ( p G EM-M 1 LRUp G EM-M 1 H) IrttU 
9 AXXDtiimm&foX 9 LT&fc: 9 4°C^T 1 6 o°c^t 1 #Fe1& 
20 t>* 7 2 °C^T 1 ^ 2 0 tyffls r ©J^T-APgft Lfc 0 ^ ©iSt'f' ^ ^£ 3 5 HIS 
^Lfc^, K/£JS£&&35fc:7 2°C-ei 0^»$iL7c D 

PCR&Efr&£QIAquick PCR Purification Kit (QIAGEN*t®D ^^WTi»M 
U Hind III&tfB amHIT^fbU tlTLiV|HJStoV^«:> HE 

25 -Y^^^tL^o-^y^'bTCo DNASa?IJ#:£©^ IE LV>D N Affi^J^ 
i-SDNA^fK-^tp^^^? K&^ft-eftHE F-Ml L. HEF-MlH<t 
L7c D 

4. 2 7MAB L - 2Mj^^ ^"10^1! 



WO 02/33072 



PCT/JP01/09259 



24 

cDNAOfiTO P-n^^"fi, p GEM-MI L&t/pG EM-MI H 
(D\Xt> <9 p G EM-M 2 LRU 5 p G EM-M 2 AfcJH® L/c,&£ 

£ftV\ DNAlfi?iJ&£<7)^ lELV^DNAia^iJ^^-rSDNAHfjt^tfT 0 ^ 

K^^tlf^HE F — M 2 L N HEF-M2Hi^Lt, 
4 . 3 C O S 7 liH^^j^A 

^^MABL- lTO^^ 7MAB L- 2^ft:©— 
fcfc* fifr!B3S^<**-£COS 7 mmz33\t^xmWiLtc 0 

(1) ^7MABL-l^I^iA 

HEF-M1L^HEF-M1H^^-^, Gene Pulser^g (BioRad & 
M) Itm^Tz-^? ha^u-^a 19 COS 7 «^[5]B#^Kte^ Lfc 0 

4DNA (lOjig) t, PB lxl 0 7 lte/m 1 ©0. 8m 1 ^^ra^y F 
^AP^L, 1.5kV, 2 5nF^i(IT^ D /M^4x.fco 

1 0 %© y- ^ 0 ^ U y 7 !J - v^I^if ^^tf 5 DMEMM'iS (GIBCO 
BRLftiH) {^n^Lfc 0 7 2«t^t s i#H±m^*s ^4>#lt^<^« 

(2) 3^ 7MABL-2feM^%A 

^ 7MAB L- 2^{£it^<£2f Ate, HE F —Ml LiHEF-MlH^ 
# $—<D{Xto ^ tHEF-M2 L i: HE F -M 2 H^^ ^-^V^^^V^t^ 
Jt&!B4. 3 (1) JC|a*feLfc©tl^D^fe^i V CO S 7fBJ^C[lp#^fCij£^U 

4, 4 7n-f^ b !i- 

M h y-Sr^Tofeo t h I AP^J|1-§^^^filfil^B«L 1 2 1 0« 
4x1 0 5 -flS](Cl. 3^ 7MABL-lWM^fcCOS 7»©i##±?f 

7MAB L- 2#[ft£3gJ! 1 £-£fc:CO S 7 5NWI&<£>i&&±?t fc5^fi = 
y hn-/Ui: Ltt h 1 gG ltfcft (SIGMA t±$i) fcAPx., tK±(^T'1'^^^^ 
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y%V : {fcft(D^ F I TCflliL^t h I gGW (CappelM) 
X.7t, ^25lI>^^^> FACS c a n^g (BECTON 

Dickinson &m) fcx$kyhm&t:mfeLit 0 

Z(Dl&^ ^r^ 7MA B L - 1 WD'^r ^ 7MAB L - 2 ^tt, tMA 
5 P£^-f3L 1 2 1 omm^^^^LtcZ. bfrXV, ~fob<D** : 7tfi 

&<DlEL^mm&ttZZ k&WbfrkftvIt m 1~3) D 
5l»iJ 5 (SifigMA B L — 1 fcfcRXmm&MA B L - 2 F v 

(s c F v) ^S^j^) 
10 5 . 1 ffj^MA B L - 1 fcW-— &m F v (DftM 

^»ABL-l^-*iF v Sr^^tdbT^SSLfco S*AB L 
-l^Hivm nS^c, j^(;fi»AB L - 1 ^^L|Vl^^ 

^rth^W CR&&J^T*t*gU ii^-T^r i:^<t 19, WMMABL-I^l 

flc-^F v?r^MU7c 0 ^(D^m&mitem&mzTF-t* SMMABL-1 

15 fafo-*mF v <Dftm(Dtc!b\<l 6 Wi<D PC 4-?- (A~F) L7h 0 

tt N H|V||(DN*«^n^ Ki-5DNA^/^yy ^XLfioNc o I rfrj 
HAS (^^^-^-B, mnm%: 14) ft. H^V^©C^^=i-Ki-?> 
]) y^-fDtc^Om^y^^-L S (7°7-^-C, SB?'J#^: 15) tt N 

25 ^^^-Ki-6DNAi^--^-7y7°i-?, J: 5^1Sf+Lxc 0 y y%-(Dtctb(D 
W7^-LAS (7°7^-D, BB?iJ## : 16) fi % y ^-©C*^ 
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L&Vffl$<Dltlto<DwlJ3Zf : 7<<"?--VLS (-fy^^-E, SB?lJ#-§- : 1 7) 
it, V ^#-£>C«£=i- Kt5DNAtA-f y*]) ^XlIoLiV» 

fc*©t^7^v-VLAS-FLAG (7°7^-7-F, jSB^JS# : 1 8 ) \t, 
5 LmVfM^C^^^- K1-<5DNAl<I^-f:/y ^XtloF LAG^/f 
KSr=2— K-^Sga^!] (Hopp, T. P. f), Bio/Technology, 6, 1204-1210, 1988), 

2fi<^$5^ih3 VyRXfE c o r I ^JPS^ra^i^W-f-SJ: 5 ^I2ff Lfc 0 

H— P CRl£Pt^:}b^T 3o<D£;&A-B, C-D&t>*E-F£frV\ ^Lt 
#PCR^tlSriltMbfc 0 I-PCR^P)#e>ilfc3o(OPCR^^ 

10 bBfotDmWimZ-kyT y±yy*/ls£lttc 0 7 D 7^-7-A^.r>*F^Hx.T, 
SH^MA B L - 1 ffitiMfcgt F v £ = - K1~ 5 ^ D N A & <g L fc (|IP 
CR) D H-PCR^^Tte, SliMA B L - 1 ^HiVf^?: ^ - 

Kt«/7^$ KpGEM-MlH Gl y Gly Gly 

Gly Ser Gly Gly Gly Gly Ser Gly Gly 

15 Gly Gly Ser (IB?IJ#-§- : 1 9 ) ri> ]) VtfHIBiSfc&s— K1"5 

DNAIB^IJ (Huston, J. S. Proc. Natl. Acad. Sci. USA, 85, 5879-5883, 
1988) iSr^-CfigSy^^ 5 KpSC-DPl, Mi|MAB.L-l^L 
fCV^Sr^- ^1-5^7^5 Kp GEM-MIL (H»tf2£#ffJ fc-Wt* 

20 H— P CR©pg<E>i§$5 Oil 1 5iil © 1 OxPCR Buffer II, 2mM 

Mg C 1 2 , 0.1 6mM dNT P s % 2. 5«y ^DNA^!1^ y—*i 
AmpliTaq Gold (£AJi PERKIW ELMER frM) , 0. 4nMT 0<£>#7°7 RtK 5 n 

gO^iiDNA^tl, 9 4°C(DWmU}M^X 9^m^^rHk\C9 4°CtCT 
1#[BK 6 5 o C(CTl^P H 1R0?7 2°C^T 1#2 0#Rfk r©l|J?T«tfc 0 

25 ^?MlM^£3 5 0^1./^ £j£^£fe£M^7 2°CT7^»^t 

PCR»A-B (371bp) v C-D (6 3bp) v SO'E-F (384 
b p) SrQIAquick PCR Purification Kit (QIAGENfiHO fc/BV^Tl&K U f£~ 
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PCRTTyty^Lfc. i§~ PCR^&l^T, iIHT120ng(Dl- 
PCR^A-B, 2 0 n gOPCR4^C-DWl 20ng(7)PCR£ 
^#7E-F, 1 Oiil (7)1 OxPCR Buffer II, 2 mM MgCl 2 , 0.16m 
M dNTPs, 5 -y hCQDNA/t? U ^ "7' — AmpliTaq Gold (£i,Jt PERKIN 
ELMER ftSg) ^tft§. 9 8p 1 (D P CRIM^ 9 4W$]Mm&\CX 8 
LT&tz: 9 4 °C^T 2 #BB % 6 5 °C^T 2 #P^&t>* 7 2 °CMT 2 £ 

^-AS.t>*F^n^7t D -£LT 9 4 °C klT 1 £fa1-£ LTfe 9 4°C^ 

T 1 ftffi, 6 5 "CtdT 1 #Pa1 W 7 2tlCT1^2 0 r <DmFF?to& U 

Z<Dm.&tJ*sl'&3 5[H£^Lfc^ Rjfcm&%)*7 2°C[CT7^»iUfc c 

IZPCR|:«t!54i:fc8 4 3 b p©DNA8fjt^IU Nc o IME c 
o R I T'^-fbU #btbfcDNA^r>T-^p S CFVT7^^H^n^y^ 

Lfc 0 . *m^^^pscfvt7^ ±mm^vzfy^^mm^ 

fc2H"5pe 1 B v^'TV^a^ (Lei, S. P. £> N J. Bacteriology, 169, 4379- 
4383, 1987) £^A/-CV^ 0 DN A@S?IJ#:£c^ 

vOIEtv^r^y^Ia^lJ^^-K-t-6DNA!Krjt^^^7 0 7^5 htpsc 
Ml«h^Lfc (I2 5£#fi&) 0 ^7^^; Kp s cMltt^tlSflMMAB 
L - 1 £tft-#i! F v <£>&&@a?IJ&tfT 5 / ^Ifi^lJ^IB»-t : 2 0 

<k\Z. ilLifettttSMMABL- l^-^F v fc^l"^* * 
^£f££N-5fc4?\ p s cMl^^PCRiCi^fitLfc. L"t#£> 
iT,fcDNAl#r)f£p CHO l^^-t#ALt — p 

CHOlll DHFR-DE- r vH-PMl- f (W09 2/1 9 7 5 9# 
RB) E c o R I &t> 4 Sma I f^kCJ: ^M^^iiL, EcoRI 

-Notl-BamHI Adaptor (^igitft®*) £iif£f5 ^ £ £ 9 

n - KtSDNAlW/jj ^VXHOS a 1 I fcJIW§^«Hli£^5IB 
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2{:^tFRHlant i/7^^S:ffl^fco 

PCR^ffilOOiilIt 1 Op 1 <T> 1 OxPCR Buffer II, 2 mM Mg C 
1 2X 0. 16 mM dNTPs, 5=^=-y K©DNA#y ^ 7— if AmpliTaq Gold, 
5 0. 4nMTo©#7 0 7-l'-^-, &l>*8 n g^ilDNA (ps cMl) Sr&^U 
9 5 0 C<D^^^T 9#5tRLTi!fc^9 5tiaiM 6 omi» 

7 2 °C^T 1 # 2 0 .d tf>HM#TM Lfc 0 d ©fi|f^ 7 3 5 ®£ 

PCR£/&#j£QIAquick PCR Purification Kit (QIAGEN %tM) &M\i^Xfit9& 
10 U Sal iXtfMbo II.-C$tfbU N^lSt^MAB L - 

F v Sr3- KT5DNA$r>i-£#fc 0 £fc, pscMH^-?:Mbo IIS. 
t/EcoRI T?$Hb U C*«JS«fifcMAB L - 1 :jft{£-#f( F vS:3-Kt 
5DNA®rjf £#fc 0 LT, Sail -Mb o II DNA8rK"&tfMb o II- 
EcoRI DNAHrit^p CHO 1 - I g s^^-l:^ P-=^Lfc„ D 
15 NA»^©f, IE LV^DN AfS^ | J^r ; #"t"^)DNAK'fjT"?r#tP7 B 7^. 5 K£r p 
CHOMlt^Lt (H6£#.!) 0 W^^^pCHOl-Igs 
ft, "i^LKl^m^^m^^^il-S^^^ I g G 1 v^TVUia^J (Nature, 332, 
323-327, 1988) £r^A/-CV^5 0 *^7^5 Kp CHOM1 fC^jnSfi^MA 

b l - 1 2jc^F v ©ifissa^jwr ^ y mmitwm^ ■. 2.3 

20 5 . 2 gjgMA B L - 2 ffift— F v 

S»A B L - 2 iru^-^ F v SrHfifB 5 . 1 Kfe otM Lfc 0 f-PC 
RtCiSV^Ttt, p GEM-MI HE>ftb!9 tSlS^MAB L- 2^HiVfi 
£3- h'-fZ??* 5 K p G EM— M 2 H (JlJfefll 2 N &t>*pGEM-M 

1 L^5tfflSfilcMABL-2^LiVi^3 - ^5^7^ 5 KpG 

25 EM-M2L (HlfcM 2 &#f$) MU SMMABL-2^-*0F v 
cDIELV^T^y^|a^J^3-Ki-^DNA®T>^^^'a^f■7 P 7^^ Kp'scM24# 
7c D *7°7^^ Kp s c M 2 fct^ ilSSi^MA B L - 2 F v ©J| 
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p s c M 2 ^ - ©flit J: ^) SIMMA B L - 2 ^ft:-*iF v © 
IE LV^T ^ y mm £ =« - Ki" 5 D N A »f it if f?LHJj t>«3§mffl p C HO 
M2-<^-£#7c 0 ^C7°7^^ Kp CHOM2[^|tl5Si^MAB L - 2 

^l^-*^ f v (Dm.mmRriT $ / ^ia^j^iB^j#-^ : 2 5 ^-r 0 
5 5.3 c o s 7 mm^oin^mx 

SttMABL-2^-*iF v©-ii'|4^^^1--5fc^ N pCHOM 
2-<^-£COS 7«^&^TfS^Lfc 0 

pCHOM2^^-^ Gene Pulser ^@ (BioRad #M) ^ffl^T^l^ h 
dtKU- y^J; >J CO S 7»|Cf Mlfc 0 DNA (lOiig) PB 
10 StlxlO'fWml^O.Sml^Jr^yMdDt 1 . 5 k V N . 2 5pF 

1 0 %CD r> Vj^j^jkft^r-g-Wt-S IMDMMt (GIBCO BRL|±M) f^Px.7c 0 

15 *±?it<H#7t 0 

5. 4 C O S 7 iMt±f 4- (DBMMA B L - 2 fe^-^I F v (Djttb 

p C HOM 2 9 -*m^MX L7c C O S 7 «lt#±?if ^Kl&tt 5 Hit 
toBL-2^-^iF vSr!>*^^^n y7^^(:i!JigU. 
p CHOM2-<^-£ji{E^AL7cCOS 7«it*ilSr>'3y Fn- 
20 ;vt btpCHO l-<^^-^jt{K^At7cCOS 7 ^i##±?fficoV^T S 
DSfl^kijjfcfiV, REINFORCED NCl (Schleicher & Schuell 

0. 0 5%Twe e n 2 0-PB S^T»t£> ftFLAG^ (SIGMA #M % 

25 ^^r>^I gG^ (ZymedliM) ^Px., tfilCt'f y#a^-> 3 >X 
SK^ffc (Kirkegaard Perry Laboratories fjJS) Srttl U 
(M7) 0 

^(Dffi^ pCHOM2^^-fACOS 7«it#±?t i: Mc©^F LAG 
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5. 5 7P-f^ h ^ j> U — 

M b y ^-£rffofc 0 t b Integrin Associated Protein (I AP) £3&|&1-<5 
^?*&jfo^«ttL 12 1 OflBR feSVMt^y h P-/U«h UpCOS 1 
.**-&7£Kte&LfcL 1 2 1 0«2xi O 5 ^^, f5ft$MABL-2ft;&— 
v ^^^tfc C O S' 7 ftlliao^if fc5V>|±3 y h n UpC 
HO l^^^RteftUCOS 7«(Dig^±?f^n^, 7k±fcT-f 
a^-Va ^Xtfifc#tf>& N ^^tiFLAG^ (SIGMA frSO %M7ttc 0 4 
> ^ =L ^.y 3 ^X.VWg8kD&. F I T C fMiSs L tzM^ !7 X I gGtrift (BECTON 
DICKINSON *±®D &tUx.tc 0 SS^ y&t;^©^, FACSc 

a n^g (BECTON DICKINSON £-Cj&#3££&S!J£Lfc 0 

^ S»ABL-2feL*-*iFvil t MAP^MtSLl 

2 1 O^^^m^J^^tTt^i^iD, :©m»ABL-2^-*i 
Fv^t h Integrin Associated Protein [C^t 5 7 7 ^ ^f-f - ^rtt'S - 
^b^/iofc (08-1 1) 0 
5. 6 Competitive ELI SA 

lpg/m 1 fiigg|!gL;fc:fci;F L AG#l#£t 9 6 tyoLjuyu^- b<D&$ *MZ.flQz_^ 

fc* : 2 6 ) £>iA Ltc C O S 7 l«i^Ji?jlr& PBS klT 2 

Lfcti^^r7ai/Ke:^n^fc 0 ^ra{cT-r^^^^<- h&r>ife#f£ N ioong 

/m 1 ^fl^Lfe^^^MAB L-2^5 On 1 RXfMfcft®. Lfc 

abl-2^-*if v«os 7mmmm±m 5 o^j srSfpt^toD*#' 
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N ^F7t^y (Zymed &M) *lMk.1t 0 ^Wl\Z.X^ V**.'*- hR 
Ximmks (SIGMA fti*) WUO 5 nm^<7)P«^£$iJ£L 

-tOife^x SififeMABL-'2ttft:-^Fv (MABL2-sgFv) |* % 
5 nyKD^pCHOllACOS 7 &J&JMJt*ff fcft&LT^ 

#ttte^£*MABL-2ftfo:<E>t h I APfetm^^^^PWtfc (@12) 0 
-©rt^b, SMMABL-2^-*iFvlt > P-f Mrfc 

5. 7 in vitro -C<PT# h^Z^ZJIMMJI 
10 t h I A P Srit&^A UbL 12 1 S^j/fq-;^ Up CO 

S M^^-^t^AUL 1 2 1 Olfflfe WCCRF-CEMUM 
V\ SMMAB L - 2^-*iF v07/^ h^v^fl^ffl^A n n e x i 
n-V (BOEHRINGER MANNHEIM *±M) 2fe£,fc:«k 0 tWLfc„ 
«iaixl 0 5 {®^ x St||MABL-2ttft-*lF vWOS 7*ffll&*g- 
15 *±?jtfe<5Wi=i;/ Yn—jVt LtpCHOl^^-lACOS 7 »i§#± 
5 0 %T«P U 2 4 B#H!U§ai Lfco Annexin-Vl 
6<HtV\ FACScanH (BECTON DICKINSON #M) ^T^3fc3&^£PJ£L 

Annex i n - V&fefc: £ 5$?#f <D*£Jit:£|I] 1 3 ~ 1 8 ^fh^fiTjk Ltc a 
ABL-2^-*|Fv (MABL2-scFv) |j:Ll2 10»m^ 

t m APfom&^to^L^^mm&m^Ltc (ni3~i6) 0 •ttc, ccr 

25 17-18), 

5. 8 CHOfrjBfejo^SMAB L - 2 ff[{ftEl35fe(D— v/t?U^7°^ K<£ 
MAB L- 2irCftEiEj^-;fcf|F v (tfy^^K) <E>H?R'lft$g%C HOliS 
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pCHOM2^^-^ Gene Pulsergg (BioRad frig) &r/E^T^l^ h 
ptKI'— *>3 >^J: 9 CHO*fflHa^Kte^tfeo DN A (lOjig) i:PBSC 
mMLfcCHOmffa (lxl0 7 «/ral) (D 0 . 7 m 1 £^ Lfc t><D£^^ 
5 y M^P;^ 1. 5 k V, 2 5pF^ft^T^/^^-^x.fc 0 ^filCT 1 0#Fb1 

M^tt5»ta-MEM^i (GIBCO BRL *±M) »;U^Lfc 0 
ftfc? p-^COV^, SD S-P AGEKXntf)k-t%?ys<?'M.(D%%L%^ 

10 t LTil^ bfd 0 lOnM methotrexate (SIGMA frM) ^-atf^lfiL?t^itilCH 
O-S-SFM II (GIBCO BRLfriO fcT*&&& % *&H±?f£^ft#\ iS'h#«itC 

5. 9 CHOiifeMOMAB L- 2^#:^^(D— v 

15 v 5 (PAN 1 30SF, Utr^UM ZR^XM 2 Ofltlltt ft&jft 
f*-2 0°CTf£#U ilBWltffl^fc. 

CHOiJSi#t±J|^f)-*lF v©tl(i> Blue-sepharose, W Kn^rv^ 

( 1 ) Blue-sepharose ^7yA^p-^ ^77^ 

20 i£4l±?f ©fc^fc 2 0 mM mmffiWL (pH6.0) CtlO U it 

>b#m ( 1 0 0 0 0 r p mx 3 0#) X "9 Lfc 0 ±?f 

¥§Hb L/c Blue-sepharose (20ml) U (Wlllif^T^ 7 &?5fc 

P^W^N a C 1 il^^O. 1, 0.2, 0.3, 0. 5M*1.0MtTS 
l^c±tf\ #7^fc8R^Lfcg&SC&$WLfc 0 SDS-PAGE-e^iiDS: 

25 t/^HiM^^tlf U ~*^F v«|§$tLfcil^ (0. 1-0. 3M NaC 

l^tf,®^) StT^/I^U Centriprep-10 (7^y) &ffl^T^ 2 0{g^ L/c 0 

(2) ^ Kp^v'T^'T h 

( 1 ) ommmz iomMu ^mwm& ( p h 7 . 0 ) iaio u 
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<Kodr->T^ Q ^-< h*7A (2 0ml, BioRad) Lfc 0 6 0ml ©10 

mM y^-mmM (pH7. o) t^7a»i, y yutmmik&*2 o o 

mMlt'MCJiif, ^yA^gS^tfc^fiK^ffibfc (|19) 0 SDS- 

(3) y/uilig 

(2) ©M^ASt/B^^timCentriprep-10 ^fflV^Tli^L > 0. 1 5M 
N a C 1 Sr-^tf 2 0 mM gt&&$ri$ ( p H 6 . 0 ) UcTSKge 1G 

3 0 0 0 SWG*7A (2 1.5x6 0 0mm) ^»Lfc 0 > P-r b^i^EI 

(AI N BI) tfSiltt©-#gtF v-efc!K ^/Hi^-C^Ufcfe^ ®# 
AT^jl^tJ^^*^ 3 6 kD, ©#B-Cte|Wl 7 6 kD^m£ftfe D ^ 
LTc-^Fv (A I, BI) &1 5%-SDS-^y 7^ V *7 % Ky'/l^/B 
^T##fLfc 0 -^V^^at7G^]» s »T«L, L a e mm 1 i <Djjfe 

\zmtxn%.tkW}&ft\/\ fam&m&M$:?^^--? ] j urvh^-Mifc, 

12 lfc^M-J; 5^ AI\ B I ^-Tin^mTnMfDmXKD^m^m^bh-f. JLtf* ' 

Fvot;y-t\ b m-##lF v<D&&ftf&&&yj-v--£%z.ibti5 0 m 

ft A I &0<B iSrTSKgel G 3 0 0 0 SWtf^A (7.5x6 0 mm) fc/BV^ 
fc^aSififcJ: VfttifLfcffi^ iI#A I tt^y -?-<De-?(D^ MftB I 
^V-^-^e-^cD^tti^^fc (0 2 2£#RB) 0 ^V-^-H^ (®#B 

I) fi, ^-*iFv©|«14%-efcofc 0 %%^^^-Wft^(O^A^\t, t<D 

5. 10 jsMMli^2MAB L- 2jr[^fe^©-^F v/Ky^^ Kjg%, 

^ ©nn 

MAB L - 2^i^©-*iF v ^MiM^iaM^tS^^ 
D N AUrtf- £ p S C F V T 7 * ~ A L fc 0 
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3-Kt5DNA(W/JJ^Xl£o^3 KXRt>*N d e I ffi&3tggg$' 
SP&5:*rl-5ffi?!l#-S§- : 2 e -VHSmO 2 7°7^ 

5 2i@<D'#jt=* K^&r* e c o r i mmmmmmtL%^-tz>m$m%- 28^ 

PCR^lOOiini, 1 On 1 (Dl OxPCR Buffer # 1, ImM Mg 
10 C1 2X 0. 2mM dNTPs s 5^7 b<7)KOD DN Atf }) * f—tf (£X 
±m¥m±m, liiMfo©#7°7^v- RTfl 0 0 n g (JD^MDN A (p s 
cM2) £-^TU 9 8°C(ai5if| N 6 5°Ciut 2^0*7 4tCT3 0 

PCR£j&t>£QIAquick PCR Purification Kit (QIAGEN ItM) ^J^TJltM 
15 U Nde I RUE c o RITiftU # tWc: D N A Pffftf £ P S C F VT 7-< 
^-^n-^y^Lfc 0 &2b\ #$8^/<^*-p SCFVT7fiNd e I & 
I/E c o R I -CM^Lfc^ itCi 19 p e 1 B ^'^I2?IJ^I»£ tl/CW6 0 D 
NASa^m^cDfl, iELV^DNAI3^J^^-r5DNA^fj^^-^^f7 D 7^5 KSrp 
s c M 2 D Em 0 2 t^Ltc (|2 3 £#J$©r. £:) 0 ^775 Kp s cM2 
20 DEmO 2^^^6MABL-2^Cft:^5l$©— v©±llSia^JS.r>*T^y 
^S2?IJ£IS?lJ#-§- : 2 9 }C^1- D 

MABL-2^M©-*iF v ^y^^ K £^1^6 ^10^ £#5 ft 
25 psGM2DEm0 2^^MfBL2 1 (DE3) pLysS 

(STRATAGENE *±£!) ^fC^Lfc, #P>nfc^ d-^IOV^ SDS-PA 

L-2^i^~*iFv^^7°f K^^tUci: LTiiRLfc. 
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5 . 12 ^ilgii^MAB L - 2 %jfo&&(P-*mF vtfV ^ 
Ml 

MR1fc&LX&btltc±ffi&<Di'l'yji'**~-*LBmi&3m 1 tt2 8°C 
T7B#P B 1i£^U rft£7 Om 1 © L B*&J&Mt£;UB^ 2 8 0 C^T-^#£ 
5 *7o7t 0 r©p re-cul ture^7LO L B^ift^ftt^ijf £\ 

-^^-£J1^T2 8°C, mW&l£3 0 0 r pmlCT^L^„ O.D. = l. 5 

ig^£^>fr#ilf (1 0 0 0 Ox g ; 10^) U tmt LX®ULfcmfofc5 
mM EDTA, O.lMNaCl, 1% Triton X - 1 0 0£-atr5 0 

10 mM MJ xiMMMW®. (pH8 . 0) ZMtl, jg^fe (out put : 4, duty 

cycle: 70%, 1^100) \Z. «£ 9 Lfc„ (1 

2 0 0 0x gx l o#) ifclgi: LTH!l|XLfc$tA^(- 5mM EDTA, 

0. 1M NaCK 4°/oTriton X-10 0^5 0mM M^II 
WiWW (pH8. 0) ^rAP^L. Ff-^^^S (out put : 4, duty cycle : 50%, 

15 30#x2) £flV\ m>b£M (1 2 0 0 0xg, 10^) «fc 9 Blft® &K&fcJg 

g^3SfiM^^Ayfc:#tAf*^6M Urea, 5 mM EDTA, 0.1M N 
aCl^tf5 0mM MJ *±^f|irfl£ ( p H 8 . 0 ) te$$¥U 4M Ure 
a, 5mM EDTA, 0.1M NaCl, 1 0 mM ^/^yhx^;-;l/^ 
20 5 0 mM h U ^fillfi ( p H 8 . 0 ) T'jpffifc LfcSephacry 1 

S-300 (5x9 0 cm, AMERSHAM PHARMACIA *±Sg) y^3§i®# 7A|^ flffti 

SDS-PAGET^U ^(D^M^O^T, O. D 280 =O. 2 5^&5 
£ 0 )^^\X^tz.m%X^Wks 5mM EDTA, 0.1M NaCl, 
25 0. 5M Arg, 2 mM 5It5M^^ 0.2mM iltilWft/' 
^if5 0mM hy*ife^$ffr$ (pH8.0) \ZM LT^t#f &r 3 IhI^t 0 ZLbK 
^"9, ##Mt^$rtTofc 0 £6^0. 15M Na C I ?:ttf 2 OmM ^ 
tmm ( p H 6 . 0 ) (1^1X3 HBgfl? U M^^tTo fc 0 
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0. 1 5M Na C ] ^tf2 OmM ffimmM (p.H6. 0) T^trfbbfcS u 
perdex 200pg (2. 6x6 0 c m, AMERSHAM PHARMACIA tfjUM 

DS-PAGEia?,M (El2 1#Rg) RUfy/m'igO^ttiffig^b^ ±11 tf 

10 5. 13 MABL-2j7[f^^^(DMM-^F v/Ky^^K^in vitro T 

t h I APSritfS-T-^AL/tL 12 1 0» (hIAP/L1210) £fflV\ 
CH0»O^IfttI4OMA BL-2 ^#:^5fe©-^F v # JJ 
K (MAB L 2 - s c F v) <DT# h — f*#fj&f£ffl£: % &C9 2o©7°P — 
15 /W-TAnn e x i n-V (BOEHRINGER MANNHEIM $M) £ 9 tfeftf L7t 0 

tf^n ha-yHt h IAP/L 1 2 1 0» 5x1 0 4 f@^ N ^Cf$^^ 
Hlg3ng/mlT«U 2 4^*Lt ft&fftfsf £: ft, HJfet&J 5 . 9 
Tit'fcCHOMa&JfeMAB L 2-*|F v <D* S -r—RXfyj £ bfclH 

20 LT-er>^ I gG^lCO^t^Lfc, ^Wik, Annex in-V|& 

&£frV\ FACS c a n^g (BECT0N DICKINSON |±M) ^T^M^iJ^U 

IZO^o Na-zHi, h IAP/L 12 1 0«5xl 0 4 {HIK:> Stflc 
^UN-Sr^ftA 3iig/m] TgsflP U 2 R^i##f£ F L AGfeifr (SIGMA |± 
25 M) ^HHSl 5ng/ml«DU 2 2 B^igil L/c D jL^t'Lt, 
5 . 9t1lfcCHO»S*MAB L 2— ^:^F v©*;-7-S^> h 
i LT^** I gGffiftlCo^TtfcgtfLfc. i£#f£, An n e x i n-Vlfe&£ 
frV\ FACS c a nmm.\Z.Xlk]b%$L*Wfe\^1t 0 
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Annex i n - V%£&fr ^M^^^m 2 5-3 1 \C^^fb^tc 0 
^Oltl, CHOM^iIi«0MABL-2^S^iFv/K 
y^7°f- K^V^-fi^ h d-/u (@25) ^ittfeLT^bv^najESr^zJSL 
L7t (EI2 6, 2 7) #\ C HO»^li»14©-*iF v ^ H7 1 
5 K©*y^-<Z)T^ h-^^mUimm^bntl^^fc (128, 2 9) 0 £ 

7c, ^FLAG^#:<D«n;:J;f9, C HO«14©MA B L - 2^ft 
|Fv ^!J^f Ko^/v-iinyhp^ (H3 0) titm LT^LV^fflia 
5E£&3*Lfc (0 3 1), 

5. 14 s c F v/CHO^y ^r/^ KOjTv^ItW^r^ h#flfl§ 
(1) v^iftFigG^ift 

-^^iWif^&tt^ t b#l£lf»^yt£1-5 t MgG (m^://^ 

ft) ^^ftfl, MEL I SA-CtTo/to 0. (pH9. 6) 

t"lpg/m l ^IRL/c-V^t f I g Gtfifc (BI0S0URCE th§Sk L o t # 7 9 
15 0 2) 1 0 Oiil £9 6 ^/K7V- h (NuncltM) KM*.. 4 °CT-Rj&^ ^ 

^-i/a^U #Ltt£@*BfcL-fc 0 -7vy*V?'(D'^ mm^Ltc-^tXlk 

?tfc^fiflp°q£: LTfcMgG (Cappel Lot#0091 5) 1 0 Op 

l£r»U SfitT2Sir H Uy^a-<->3 ^Ltc 0 mmks 5 0 0 0{g:» 

LTbT/U^IJ 7i-^7T^^iffI^t h I gGjrCf^ (BI0S0URCE frM, Lot 
20 # 6 2 0 2). 1 0 Ojil SrAPx., 13» y^r^^-v'a ^ Lfc 0 StfN^ 

SW^^P^U ^y^ra^VayOfi MICR0PLATE READER Model 3550 
(BioRad friD &ffl^T4 0 5 n m<«7fclg£$ij£ U tIp B q<£fc h I g G©B, 

^=fc V&btifcWi&mfab, -e^ir/f^cDt MgG (M^W^H) to^r 

25 (2) &^#C&<7)ilM 

s c F v/CHO^y^my^-W^v^^ S4^0x 
MbTcPBS (-) £rffll^-r, Wil-0.4mg/ml, 0. 2 5rag/m 1 C 
& 6 J: 5 tll U, 1 Ltz 0 
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(3) t H#Hffi^£*^7*/uo{E®! 

t h#MflI^£*^Vwt^TOJ: 5 t^lLf: 0 SCIDv^ (B^u 
T) ^fflV^T in vivo ||^LfcKPMM2ia^ (#^¥7 - 2 3 6 4 7 5^ 
n) &1 0%?7i/m%!km (GIBCO BRLM) £^trRPMI 1 6 4 0i§i 
5 (GIBCO BRLM) t3xl O'B/m \ \ztl% «fc 5 fcfSSl Lfc 0 & C&fttf 0 
%v7*/T nGMl^fr (fn^MUftS^ 1 /M 5 m 1 T&fi?) 1 0 Op. J £ 

M4U:SC IDv^ 6MSp) K:±!BKPMM2*B 

(4) mm.** 

10 (3) -CflaKLfcfc h#Mffi^*^7vW<:ftU KPMM2«j^ftfl3 0 

@£<9, IB 2®, 3 0^, ±fB (2) n?»Lfc^^ ^y-7-«2 5 On 
K ^V-e-te4 0 0nl£, l»i!)^lfc 0 *fltu, iSigflWLfcP 
BS (-) ^^10 20, 3 0^ 2 0 0pl, JIMU<9i£4Lfc D 

15 (5) s c F v/CHO/fU^f- K©^/^Hfctf*V-v--<E>fc 

s cFv/CHO/^Hyf Kwyv-XWv^t h#f|Ii^!>^^ 

20 h I gGl©^blCOV>TI±, KPMM2«^flItl2 4 BgCMfflU 
_bffl (1) ^fcELI SA^iV^t M gGfi£«L7t 0 -e©^, P 
BS (-) S-^lf-m, ilftM gG (M^/^fC) i^8 5 0 0pg/m 
1 3;T-±#bTl>3<D^2tU s c F v/CHO^v^Slt1i»©l 
/I 0£lT km^W&ife-Zhy , s c Fv/CHO^-f-7-^KPMM2|te© 

25 «£#&^3K#]f|TlJbTV^ r b&7jk£tlit (1213 2), — £#£TO-0^ 
Ttdl 3 3^-fi:^i9, scFv/CHO^?-^4WPBS' (-) & 
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M&%}%:&&'tZ>zk&7jk£iritc 0 ■^wno^MKW-'^hh s c Fv/cho^ 

fe%A<DJkm$:^'*V>mmL1t&!tfmz&V&ihLs PBS (-) Kit) 3 
Hiefc^L^, PBS (-) ^TS«^^2%^#«#^^^iSiLfc 0 & 
gf-^TVuf*, gG (Zymed ft®!) £fflV\ MABL-2^ 

Srtfcftl-Sfcfcfc:, 7 7/^^il©UH©9 6 ^i/^l/- h L, _LfB 

^^^^^5 Oji 1 /^l^PLfc^, 2 5 0 

SfPU 3 7°CT'2B|f H Hy^-> 3 yfi 4°C-C~g»#t N 
15 ®M&%mLit 0 Mat, PBS (-) ^5 0]il/l)x/«U & 

flsf-^y/Ui^m tT?M^^frofc 0 KfrolftRllli, gG, 
MABL-2ifitt«\ 0.0 1, 0.1, 1, 10, lOOpg/ml, -*|Fv 
fi, 0.004, 0.04, 0.4, 4, 40, 8 Opg/m 1 T'Mlto-* 

#iF v^];-<^K©^v-7-cD^$b^i 6 oiig/mi <Dmm*nfcLtc 0 ^ 

20 <D*£Jltex TfB^2^i-l^), MABL-2^T1t 0. lug/mlJ^i 

^ifi^li^jL^/cc^kiftu — t|s:^f v/-Ky ^^f- K-efi^y-^— , ¥4 
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H»J6 2 OOHiV»t>' 2 LiVf«^t»» s c (Fv) 2 & 

KU ^-?:ft§MABL-2^s c F v 
6. 1 MABL-2^sc(Fv),W^> FOll 

MA B L - 2 flttt&Jfc© 2 OOH^Vfif^&TJ* 2 LiVi^^ttf^ 
ft [sc(Fv) 2 ] £^1" 5:7*7*5 KSrtfWfcfc*, ifiilpGHOM2 (M 
AB L- 2ir[^^^C9 s c F v^n - Kf§DNA^tf) ^T^-Til 9 P 
CRj£te«fc!9teKifU ^bftfcDNAl&rJt&p CHOM2^ALfc 0 

PCR{:flt5^7>l' , 7-liv t^^^-^-t LTEF la£ = — K1~ 
5DNAIW/y^Xt5EFl/7^^ (IB^J#-^ : 3 0) $H£/B U 
7^t^7*7>f^i: lTLiV»C*«^3 - Ki"5DNA^/^^ 
y ^XLJLoy Ki-SDNAia^ll (IE?iJ##: 19) &tfS 

a 1 I^JPS^IS^i^W-t-5VLLAS7°7-f^- (|B?!J## : 3 1) ^ 

PCR^lOOuKt lOpKDlOxpCR Buffer #1, 1 mM Mg 
Cl 2 , 0.2mM dNTPs (dATP, dGTP, dGTP, dTTP), 5 
y V<DKOD DNATfs]) ^y^if (]^±^mM±m), l^MO^yy^f^ 
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— % MlOOngWilDNA (pCHOM2) 3ra#-f5 0 PCR«9 

4ici:t3om 5 o°c^T3 o#w*7 ivKxi&m. ^(Dumxtom 

P'CR£j&4fc&QIAquick PCR Purification Kit (QIAGEN t±M) ^^V^T^ 
U Sal ITiBfbU #btL7cDNAHr>f£p B 1 ue s c r i p t KS^ 
Wlil) JC^P-=^^Lfc 0 DNAiB^^fi, JELV^DNA 
lfl^J^1-?)DNAifit^'aiP7 0 7^^ K&Sa l I«U ^bttfcDNA 
HfJt^rS a I I -eM{ktfcp CHOM2C Rapid DNA Ligation Kit (BOEHRINGER 
MANNHEIM fct$D £ffl^TiII&L/c 0 DN ASB?OifeJfc£>&, jE LV^DN AlB?iJ£;f 
-TSDNAifit^'atfyy^^ K^pCHOM2(FvU^tfc (H3 4£# 
R8)„ 5 Kp CHOM2 (F v) 2 |:tin5MABL-25i(*: s c (F v) 2 

^©^SBB^JStJ<r 5 7 SHS?iJ£@Q»-$§- : 3 2 

6. 2 ijj^D^g^T 0 ^ K3J ^-W5MAB L- 2^s c F vjjS, 

KU^^f U ^LT [Hgt] - [Li] (OTHL), 
[LfG - [H&] (£tTLH) t&5£5^V^£^&L7c s cFv£, MA 
B L - 2 Eb&OH&i&tfLgl c DNA^Ii LTOTOii t) fcff3KL,fc 0 

HL^tAo s c F v&fc$ktZ>1t$>l^ p C HOM 2 (F v) 2 &HM<!: L 
TCFHL-F1 33) MCFHL-R2 (12?lJ#-§- : 3 4) 7* 

7^^-, CFHL-F2 (IS£lJ#-S§- : 3 5) RtfC FHL-R 
(!B^J#-§- : 0 3 6 ) {CJ; 19 KOD^y * y-if\CX9 4°C3 0£k 6 0°C3 0 
7 2 °C 1 #Rg<E>Kj££ 3 0 HUffe 19 jg-T P C R RfoZft^ \ 5 * fltffc: D - ^-BB 
?lJ£^ipH$L RV3'm\ZF L AGiB^J^tP L^©c DNAiifcT-£^M L-fc 
^^fcHiS^LicDNA^ili LTSH^U KOD/tfU ^ 7— IffcT 9 
4°C30#\ 60°C30^>\ 7 2*C 1 ^^>Si^S: 5 Ulifeft 9 iS^P C RRj^Sr^ 
V\ CFHL-F lRXfiC FHL-R 4 -?-%M?lX £ OlM^ 
5 n £ £ «t 19 y - £ ft ^ H L - 0 * 7°© c D N A £ flag L it 0 
LH?47<Ds c F v&{£§H-5fc£K % tfMABL-2©LiM|V 
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W&(Dc DNA&'gtr??* $ KpG EM— M 2 LWpGEM~M2H (#H 
¥1 1 -6 3 5 5 *mmt LT, *;JVe*lT 7 (IE?lJ#^ : 3 7) W 

CFLH-R2 (IB?lJ#^: 3 8) X?^-, CFLH-F2 (gB5!]#-J|- : 3 
9) WCFLH-R1 (Ifl?lJ#-^ : 4 0) 7 0 7^•^-SrfflV^TKOD^y ^7 
-if Of€$M&) ^ T 9 4 °C 3 0 $\ 6 0 °C 3 0 # x 7 2 °C 1 ^E^fS*' 300 
gfeflig-f P CRRj££frV\ 5MtiJ^y-^-ia^J^tfLR Rt^'M-FL 
AGgS^J^tpH^^cDNAjtfg^^^tTto #e>*lfcLg(.RtfHg( c DN 
AlriiiLt^U KOD^U ^ 7-if(CT9 4°C3 6 0°C3 0#, 

7 2°C1^CDS^^ 5H]^i9ig1-p CR^^^TV^, T7WCFLH-R 1 

FLH-F4 (ga#J##:41) WCF LH-R l/7^v-^^T9 4t; 
3 0#\ 6 0°C3 0# N 7 2°Cl£m(D&jfc&3 0®mVfei-PCR&m&n? 
ZbfoX 19 U ^-^f 4^LH- 0 c DNA^Lfc. 

BamHI (£}g3g) ■ MS W Xho I ffflJPS^m^O«{lZ:^^* *VMf?LSb^ 
^7^5 KINPEP 4 ^Ligation High fc^TzgAU 
Competent E. coli JM109 &^K$SfeLfc 0 
tz.±mW£<9 QIAGEN Plasraid Maxi Kit (QIAGEN) tCT7°7^5 K^r^Lfc 0 
£ 5 LT7°7^ 5 KpCF2LH-0MpCF2HL-0^ftLfc o 

ftpCF2HL-0^i!i:LTCFHL-X3 GK5lJ## : 4 2 ) , CFHL- 
X4 (1B?!I##: 4 3) % CFHL-X5 (IB^J#-^ : 4 4 ) , C F H L — X 6 

(IB^I## : 4 5), XttCFHL-X7 (gfl?l]#-§- : 4 6) (D-t^X^yj'?- 
RVT yx^yj-r-t LT*<^ ^ -|a?ijk:f@*ii#}ft B G H - 1 (Ifl^iJ# 

f : 47) y^^-v-^fflV^TKOD/Ky ^ y-HKX 9 4°C3 Ofjk 6 0°C3 
0#\ 7 2°C1^F H 1C0^^3 O0^^iIi-PCRRfS^tT^ x #bft7c£j£jl 
^MJPWlftXh o K BamHI (g?@a£) KT#yiLfc„ #P,tbfc»rJtSrp 
CF2HL-0OXhoI, BamHI if-Y M£ Ligation High (Jl#$J) Srffl 
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I^TgAU Competent E. coli J M 1 0 9 Sr^KIs^ Ltc B lfm^Ltc±m 
0i "9 QIAGEN Plasmid Maxi Kit 5 K£ftMbfc 0 r. ? LT> 

7^5KpCF2HL-3 4 pCF2HL-4, pCF2HL-5, pCF2H 
L-6£t>*pCF2HL-7 Lfc c IfcCOS 7 «f 

5 ^££^7*5 K&ft^rSfcfcfc:, pCF2HL — 0 N pCF2HL-3, 
PCF2HL-4, pCF2HL-5, p C F 2 H L - 6 RUp C F 2 H L - 7 
MiiEcoRlSt/BamHI klT&kg U J$ 8 0 0 b p <JM 

it^Bi?LSjtl«^m'7 I, 7^5 KpCOSlOEco RlWBamH I 1M h 
10 Ligation High V^T^A U Competent E. coli D H 5 a (M&$5) ZflZW 

fc&L1t 0 %m&$:Ltc±mW£ V QIAGEN Plasmid Maxi Kit 5 K& 

HMLfc 0 LT, KCF2HL-0/pCOS 1, CF2HL 

-3/pCOSl, CF2HL-4/pCOSl, C F 2 H L - 5 / p C O S 1, 
CF2HL-6/pCOS lMCF2HL-7/p COS 1 £tfa&Lfc„ ft£ 
15 fft&^JdrLT, KCF 2HL-0/p COS 1 ©Sag EI 3 5lC^U 

-W^S^SMABL 2 -sg F v<HL-0 >©i^SIB^t>*T5:y^ia^J 

y y ^ - f ^ X©I^ 6 L H ^ ^ ^ 5 K£ft*f Sfctf), 
20 P CF2LH-0?riIHTCFLH-X3 (IS?lJ#-§- : 4 9 h CFLH-X 
4 (IB^lJ#^-: 5 0) N CFLH-X5 (IE?lJ#-^ : 5 1 ) % CFLH-X6 (IB 
: 5 2) XfiCF LH-X 7 (|BJIJ## : 53) ©ir^;*7 0 7-|'-T-&t>* 

fflV^TKOD^y ^ 7— if^T 9 4°C3 0$l\ 6 0°C3 0^\ 7 2°C l^^(DS 
25 J&£3 O0«m-PCR&j£&m\ #btL/cSi^M^I^$iJPi^Xh o I N 
Ba m HlMIUc 0 # £>tlfc$rJf & p C F 2 L H- 0 ©X h o I , Bam 
H I 1M He Ligation High £J1 V ^T#A U Competent E. coli D H 5 a (j|C# 
^Wte^LfCo ^SCfe&LfcfcJiSJ: 0 QIAGEN Plasmid Maxi Kit (^T7° 
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KfcfflHLfc. r 5 LT, KpCF2LH-3, P CF2L 

H-4 N p€F2LH-5, p C F 2 LH- 6M'p C F 2 LH- 7 ^MUc 0 

CF2LH-0, pCF2LH-3 s pCF2LH-4, pCF2LH-5, p 
CF2LH-62SLl>*pCF2LH-7Sr$lJP5^Ec oR iMamHI 
M5t) t«U ^8 0 0 b p©||j-^7^n-^^^|(^§y^v 
^©!I]iteJ;9flML7c 0 ^bnfcKrjt^nflLSjM^m^^^^ KpCOS 
KDE c o R I&t>*B am'H It^FiC Ligation High £/B^T#AU 
Competent E. coli DH 5 a £^fC$£&Lfc 0 ^K$5tfe Ufc^Cj©® «t 9 

QIAGEN Plasmid Maxi Kit \Z.X77X 5 KSr*S®{Lfc 0 £ 5 LT, ^7°7^ 5 
KCF 2 LH-O/p COS 1, CF 2 LH-3/p COS 1, CF2LH-4 
/p COS 1 % CF 2 LH- 5/p COS 1 v CF 2 LH-6/p COS l&.tf 
CF2LH-7/pCOSl^Itfc 0 ^/^ji LT, KCF 2 

LH-0/pCOSl©»!3 7^U »^5MABL2-s c 
Fv<LH-0> ©itSBB^JS t>'T 5 7 l£l2?ij &I2?lJ#-*§- : 5 4 £ fc# 

^ ^ K© y ^^-^^ v ©^gIBTOt>'7 5 y HIfl?lJ£ll 3 8 \Z.tt^ 0 
6. 3 COS7atefe(t6scFvMsc(Fv)^M 

( i ) ^skmmmx(Dm^±m(Dmm 

HL^;t\ LH^-fyscFvM's c(Fv) 2 ©M©fcftiC, COS7IB1 
(JCRB9.127, ta-v^x^lW) T©-ig^^^ffo 
fc„ COS7»S(j;10 0 /oW!M (HyClone) ^tfDMEM^i (GIBCO 
BRLfcb$¥) tCT, 3 7°C©^^fIti.|f^-c^^#Lfc 0 
6. 2T'HiLfcCF2HL-0 1 3-7/pCOSl, fcL< I4CF 2 LH- 
0, 3~7/pCOS lXfip CHOM2 (F v) 2 ^*-£v Gene Pulser^M 
(BioRad|±M) tem^X^U? hvtfu-i/a y\z& *) COS 7 ImM^ 

DNA (lOpg) iDMEM (l 0%FB S, 5 mM BES (SI GMA 
&)) ^2x1 0 7 «/m 1 ©0. 2 5ml **=,-<y Y\m^ 1 0#fSJ& 
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mom^O'. 1 7 k V, 9 5 0iiF©^*^T/^U^^4-^fc o 1 0#fSJiS£K<£>&, 

H P/^U-v'a y £fotcjmj&% DMEM (10%FBS) Jg*t!i^*!#U 
7 5 cm 3 7 7^^tMfc 0 7 2^^^, %m±ft&M#), T&>bftfflZ£V 
ffflMUt£l&*U HttO. 2 2pm h/l' h j//7^;^- (FALCON) 
5 Tifca'U ^ft£i##±M (CM) thfc 0 
( 2 ) MlfotfJtifeT*©it*±?jt <D« 

±12 (1) t ffi%fc<DjjifeX*. h v 7x^v'3 Lfc&teSrDMEM (10% 
FB S) i#±fert^7 5 cm 3 77^^^T-^Jt#tfc^ N t&g-ttif SrteT, P 
BSiaft#l CHO-S-SFM HJti (GIBCO BRL £»Lfc 0 7 

io 2i$iia*#3i#s ^^it^«t vmm&Kzmizi.. m^o. 2 2 

6. 4 COS7 CM^^s cFvRO's c(Fv),(Dtffl 

1(1136. 3 (2) -CiUMLfcCOS 7 (^CM^&ilSffi* £>MAB L 2- s 
c F vMs c (F v) 2 ©/K!J^f K&Tffl^ii^ (Ox^^y^o 77^ 
15 &^£i9 4&ttiLfc 0 

#COS7 CM^ol^T^OV^SD S-PAGE£tTV\ REINFOR 
CED NCJII (Schleicher & Schuell*±§0 {cfe¥tfc 0 5%*:fcAS/l^ 
(^?LHI±M) ^X7vy*yi?'%m\ TBStCTW, feiFLAG^ 
(SIGMA |±$^) ^^JP^fCo ^t^T-T ^^r^-<-^3 ^S.r>*^#-^^> ^/W"^ 
20 v-^-if|l8^^L^">^ I gGtfCft: (Jackson Immuno Research^) ££nx., ^ 

6 . 5 7P- ±y( hi) — 
MAB L 2 - s c F vWs c (F v) 2 <Z)t h Integrin Assosiated Protein 
(IAP) tflW^(Dlfe&$:W\fe1rZ)tcib, mjfe6. 3 (l) \cxmMLtcCO S> 
25 7«i£«±?jf£fflVNT7P— »M M hy-£?Tofc 0 t h I A P £3g?i1- 3 
-^^^SlfiL^lte^L 1 2 1 0«2xl 0 5 jSltC, H«|j6. 3 (1) 
/bl£#±ii&3W^f§<t LTCOS 7»^i##±?t^APx., TkJilCXJy* 
a^-Va yWtftftOtk, lOpg/mKDv^^FLAG^ (SIGMA ft 
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U) £AH;ffco J^^-i/ayRXfifofiKD^ F I T cmtiffiC? I g G 
#0$ (BECTON DICKINSON th®{) &iP;i/c 0 ft&J i/ a ^&t>lfe#<75f£, 

FACSc a n^g (BECTON DICKINSON fcT^te3££&8«^Ufco 
^ #COS Tftl^CS^Cg^^f KU ^-SrtfSMABL 2 
5 - s c F v&tfs c (F v) 2 fi, t M AP^tTilfiV>^fd.ttS:^ri-5r 
£Hfc (0 4 0 aMb) 0 
6. 6 in vitro T^7^ ^j^M 

ifijfBl. 3 (1) ^xmMl-tcCOS 7mR&i%^±m^\<^X^ t b I AP% 
3t{5^ALfcL 12 1 Oftt (h IAP/L 12 10) ^*j"f 57tf? h-V* 
10 lil^ffi^Ann e x i n-V (B0EHRINGER MANNHEIM M) \Z. <fc . «9 tfcft b 

h IAP/L 12 1 0«5xl 0 4 {HKC N #^*^&^SC*S&Lfc-COS. 7 

mmm^±mh%^^-±^>bv-^t ltcos 7»^±tt^ii^i o% 

Tr^PL, 2 4Rf^j##Lfc 0 *:<E>^ Annex i n-V/P I&!fe&rfTV\ 
15 FACScanli (BECTON DICKINSON^) frX$k%fik8t%mfeL1t 0 Wife 
^ COS7 CMtfJ©scFv<HL3, 4, 6, 7 N L H 3 , 4, 6, 7> 
RXfs c(Fv) 2 tehIAP/L121 0 iM-ft LT^ftM^ESr!^ Lfc 0 

6. 7 MAB L 2 - s c F vRO's c (F v)^CHOaiaM^^^t 
20 11 

SijffiM A B L 2 — s cF v&t>*s c (F v) 2 &i&g_bffc tf>bfi»f3 - £ £ i ft 

Huffll. 2|:TilUfcpCF2HL-0, 3~7MpCF 2 LH-0, 3 
25 -TCEcoRI-BamHIiJt^ CHO«M-<^^-pCH0 1© 
EcoRI &t>*B a m H I gMfcfc Ligation High Sr^T^AU Competent E. 
coli ■DH5a£7OT*£&l,fc 0 t /c^fli® «t t) QIAGEN Plasmid Midi 

Kit (QIAGEN) \CX77*% K<Mi!8{Lfc 0 ^© «t 5 Jc LX^^y^ 5 KpCH 
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OM2HL-0, 3~7MpCHOM2LH-0, 3~7^f^L/h 0 

6. 8 MAB L 2- s c F v <HL-0, 3 ~ 7 MAB L 2 - s c F v < 

LH-0, 3-7>RUs c (F v),MCHO»(Df ftt;(^g)M±i(D 



fiulSl. 7 ^xm^Ltcm^y^ ^ Kp CHOM2HL-0, 3~7&t>*p 
CHOM2LH-0, 3~7tm^pCHOM2 (F v ^-£^T<£il !9 K 

^<£ft^fft&$J£: LTMABL 2 - s c F v < HL — 5 s c (F v) 2 £tlM 

$mzf?** KpCHOM2HL-5MpCHOM2 ( F v ) 2 &"rj!IJPJI@?S P v 
u lfcXmikLXmm'mz.L, rftfc&Gene Pulser^fi (BioRad *±iD 
txw^ hPTffW-Va ^(CJ: «9 CHOlfflte h7^7x^i/3 ^tfc 0 DN 
A (10ng) t N PBS^lxi 0 7 lffljj£/m 1 ©0. 7 5m 1 £3^^-/ McAU 
XL, 1.5kV, 2 5iiF^*(e:-C/^^^4-^fc 0 iteTLO^1©0ll 
F^f^ x-vt hn^^a ;/M£*Wc«£, 1 0%©!7Vj&J£JM^£'g• 
#t-6fe^^a-MEMitit^l (GIBCO BRL *±UD Ufc„ -ffit> 
i£H±?t£l&£ U PBSCty Lfc?£ s 1 0 %© 
Wta-MEMll (GIBCO BRL&M) '^PxL^.Ufc 0 #)2 31ffl*&£^ 
methotrexate (SIGMA *±®() ^Mit 1 0 nMfttt 6i§±&T;H^^ U ^ 
5 0 nM, ^UlOO nM£&K£ll&±*f Ttg#£i^7fc 0 C 5 LT# 
^nfc»$rD-7^-^ h^^T'iljfilttititllCHO-S-SFM II (GIBCO BRL 

Rt^bt, MABL2-S c Fv<HL-0, 3, 4, 6, 7 LH 
-0, 3, 4, 5, 6, 7 >%Ul%mzm^i-ZCHOmfoAVt^frlb<DCMZ 

6. 9 MABL2-S cFv<HL-5>tOyVv-M'sc(Fv),^ 
TfB0 2@^(D!|t^}!fe^J: 19 HufB 6 . 8T#btl7cCM^^MABL 2- s c 
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Fv<HL-5>Ws c (F v) 2 <Dnm*ftotc 0 

<ft§^£l> HL-5Ms c(Fv) 2 ^ f©^y^fK©C^©F] a 

/^i^fflV^T^Lfco 15 0mM NaC1^5 0mM Tri sfil 
5 WtWMs PH7.5 (TBS) X'¥'$iik LtctfL Flag M2 Affinity gel (SIGMA) T* 
MLfc*7A (7.9ml) 8 f#6iifcCM (1L) «PU T 

BSf*7AS:^ 0. lM^'y S^^lgMu pH3.5TscFv^ 
7 Afrb'BmZlttCo #bftfc®#£SDS/PAGET##f U scFv©^ 
tH££tfgb/c 0 s c F vI^HI^o. 0 l%<t&3 <£ ?CTw e e n 2 0 £ 

10 iB^i, Centricon-10 (MILLIPORE) -eH#fbfc 0 lH^15 0mM NaCll 
t>*0.01%Tween20 2 0 mM ffl&BffiWL, p H 6 . 0 T¥fft b 

TSKge 1G30 0 0SW^7^ (7.5x600 mm) Kl/W7c 0 « 0.4m 
1 /m i n-C s c F vli2 8 0 n m©B£l|X-e$?tti b7c 0 HL- 5{^gt°— ^ t 
LX?4^-(D{iLW^ s c (F v) 2 te^y-?-(D{tim\^fo^frlfeft£frbtc 0 

15 <¥tM&2> HL-5Msc(Fv) 2 ^tV»nv^77^, ^ 

HL-5T1j:Q Sepharose fast flow^^A (7r^v^7) &s 
c (F v) 2 -Cte SP-sepharose fast flow/J7A£fflV\ fIIg^||j:HL-5 
ir s c (F v) 2 tKli:»ffl^fc 0 
20 (||-X*£) HL-5 

HL-5(DCMfi, 0.02°/ o Tween2O^tf2OmM T r i s 

pH9. OT'2^3KL^lC N 1M T r i s T* p H£ 9 . 0 {CSS!!! Lft„ 
^(Om, 0. 0 2%Twe e n 2 O^tf 2 OmM Tr i. stilts pH8. 
5 VW-Wiit Ltz. Q Sepharose fast flow # y A k:/W> f r^4> 0 . 1 Mfr h 0 . 
25 5 5MtT'©NaC 1 (DWMWt&lQ&V * 7 -M-BS* bfctf? y K£&ffl b 

fc 0 # b fbfcl^?: S D S / P A G E t'M I, HL - 5 ZStemftZM*). % 

(M-Xa) s c (F v). 
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s c(Fv) 2 ©CMI4, 0. 0 2%Tw.e e n 2 O^tf 2 OmM Slfeg^ 
. pH5. 5-C2{^|RL7t^^ N lMiit*pH^5. 5\Z.ffl&L1t e 0.02%T 
we e n 2 0 if 2 0 mM g^ff p H 5 . 5 "C^fr^ bfc SP-Sepahrose 

fast flow *7 -MC/W. mMM$, NaClI^O^bO. 5M|T'M 

5 ^±#\ ^7^^es*tfc^y^f-K^(±itrc 0 h^i^sds/p 

AGEt^U s c (Fv) 2 ^|^|^ BXXStfW Ko^'>7^ 

HL-5Ms c (F v) 2 CD^ Kn^v'T/N°^-r h#77 

10 fg-im^ftfcHL-5M^\&t>*s c (F v) z ®#£-We*l/0. 0 2% 

T w e e n 2 0 lOmM !) >mW@m, P H 7 . 0 XW-tlit Ltz.^ Kn 

W/^'f h*7A (BioRad, $4-f l) ^i&U l^ltSr^-e^yA^W 

15 

(3?HXm) HL-5&t>'s c (F v) 2 W>iii® 

^XXm-C^btb^^H^Sr-ttl^tbCentriprep-lO (MILLIPORE) -(?fciR&U 
0. 0 2%Tw e e n 2 0&t>*0. 1 5M N a C 1 2 OmM g^lffr^ 

p H 6 . 0 WUHb UcSuperdex 2 0 0*7^ (2.6x60cm, 
20 ^>T) KljWfco HL-Bti^v-l^fC, s c ( F v ) H L - 5 RXfi s c 
(F v) 2 (i^/ ^-0&a^-?rn^tb±St 0 -^ t LXt&mZtlfto 

$!F v©^-7-«Tf5ri^ Lfc„ HL-5^^j;(fs c (F 
6. 10 His cFv<HL-5>(D^V-7-RU ; s c(Pv),^g^Mft 
HM^ftfcMAB L2-scFv<HL5 >©^Vv^O' s c (F v) 2 £>fc h 
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Integrin Assosiated Protein (IAP) ftM'^<Dl&£$:Mfe1r 5 Tctf), 7D-f 

m (h IAP/L 12 10) Xltftffib LTp COS YyV*7.x. 
?*Sa 1 2 1 OJSBJfe (pCOS l/L 1 2 1 0) 2x1 0 5 {HUC N 1 Op 

5 g/m 1 OftMMAB L 2 — s c F v <HL 5 XOtfj"*—^ MAB L 2 — s c 
(Fv)„ Pltt^Mi:LT^y^P-^»MABL-2 x Itt4*tf$ £ L-T^£ 
^IgG (ZymedfrK) SrJDXL, tR±^T^ ^a^- v' a ^&tfife#-(E>& % 1 
Ojig/mlOv^StFLAG^ (SIGMA ftM) *JBx.fe„ 4 Is^^—i/a 
>&t>*»0?£, F I TCflli^^* I gG#L#: (BECT0N DICKINSON & 

10 lN?Ltc 0 SI^^fa^VaWftM, FACScanll (BECT0N 
DICKINSONS) KTM53&g£8!J£Lfc 0 

^r©*&^ tlMABL 2-s cFv<HL5 >©^v-lt/MAB L 2 - 
s c (F v) 2 teh IAP/L 12 1 0«t^(:|*^Ufcr £fc:«£ 9, s c F 
v <HL 5 XDJfJ-r-RXfis c (F v) 2 ^t h I A P LXM^^U&%^1~ 

15 5r i^^ftfc (04 2) O 

6. 11 His cFv<HL-5>(Z)^v-Rt;s c(Fv),^in vitroT 

ffMLfcMAB L 2 - s c F v <HL 5 ><D#>( s c (F v) 2 Col/^T^ 

t h I APfcltte^ALfcL 12 1 0« (h IAP/L 12 10) &l>*fc h 
20 6Mi«C C R F - C EMttfS 7^ H^»|^An n e x i n 
- V (B0EHRINGER MANNHEIM #M) Sfefefc: J; <9 L-/c„ 

h I AP/L 1 2 1 0«5xl 0 4 ifc5^liCCRF-CEM«lxl 0 5 
JltMMAB L 2 - s c F v < H L 5 >O^V-^- N MAB L 2 - s c (F 

25 I gG£i!S*fc»ST«jnU 2 4B#ffl:l#gLfc 0 -ttf>& % Annex i n-V 
2fe£,£?TV\ FACS c a nl£g (BECT0N DICKINSON Ml) fcT^te3ft£&8!l£ 
MAB L 2-s cFv<HL5 ><D^4 "^^SO'MA B L 2 - 
sc(Fv) 2 iihIAP/L12lO, C C R F — C EM^PJlllS^ L-T^^fe 
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fe&j^mjfett&mMLtc (H14 3) 0 Z(D^ S MABL 2- s c F v <HL 5 > 
©^^MABL2-sc(Fv) 2 il tCO^y ^ o-t^MAB L 

- 2 1 itm l t £ *l fc r # b - mmm * ^-r z> - 1 & tnt 0 

6.12 ggs c F v <HL- 5 Xoyj t—RX* s' c (Fv),O^Agl^ 
5 H 

|IJte^iI 5. 1 5^oT N H^H^^Lfc s c F v<HL-5>W 

s c (Fv) 2 (DAtliM^|l Lfc 0 
^E-y ^ p -t/V^ltMA B L - 2 (M&ffiB) X-ltJkfomMft&Z- 5<D\zft L 
t;-M^(7)MABL2-s c (Fv) 2 MMABL2 - s c (F v)<HL 5 
10. >f*&HLftfl»ofc„ MABL- 2ffifc%m\t^fd&ffifo<D&b\ZkAj¥fy 
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6. 13 Hi s c F v <HL - 5 ><Z)^-7-Ms c (F v) , <Z)k hf iltv 

H»J6. 8&t>*6. 9l^tm HiUscFv<HL-5>©^-7- 
5 RXfs c (F v) 2 fc:olvt\ ^^M^m^^tfCo ^^^(i^»J5. 1 
4(3) -CfftKLfcfc h#MN-^^x>£fflV^T, t ^Mr^ftttS, 

SSttCfc 9 , s c F v < H L — 5 XE^-^&tfs c (F v) 2 OjrLJB^m^l¥ffi 
10 Lfc 0 

^ib\ ^i^^THL-5St;s c (Fv) 2 (t vehicle (150m 
M NaCl, 0. 0 2%Twe e nW2 OmM WIS, pH6.0) *$<D 
0.0 1, 0. lXttlmg/ml (Dffl&k. Lt, $-5*6*0. 1 N 1^/cfilOm 
g/k gfcft5«fc 5 Ufc 0 *j\TOv ehicl e (Dfr%& 

15 -^Lfc 0 

k h#M!f«^M£2 6 0 gKnfoJ?£MmU iL^f^^M^i/z^^^E 
L I SAia 9H»J5. 1 4^oTiiJ^tfc 0 ^©^H, HL-5S4fS 

20 m (14 5) &t>*s c(Fv) 2 SW (04 6) &Kttm (vehicl eS^ 

hl-5Msc(Fv) 2 aw. > if 7j?tc*jv ^ k&tilttiimmfem &Girz> :^ 

H»J7 k fMPLCMtSt.h^l 2B5©H|V«t) t L|V^^ 
25 -£tP— v 

k hMP L^*f1~5 k h^ey ^ P—t-yu^l 2 B 5©V^Sr = — K"T5D 

7. 1 1 2 B 5H|Vj|^J- Kl^m^±^M 
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t hMPL|Cg^t5t 1 2 B 5 HiViJI^n^- Kf5tH-H, i£ 

3t^©i&SIB?iJ (8B#J#4§-5 5) £ffl^T, ^<25'5&fct htt.fcAfc?&* 

(D})-y—&m (gB#|## 5 6 ) (Eur. J. Immunol. 1996; 26: 63-69) 
•&%Ct VWtftr Lfc 0 ISfff Lfc^gSfl^Jfi^jft^ft 1 5 b p fl)*-^-? y^gE 
^ij^r^oj; 5 ^4^(D^-y 3'^^ uj-f- K (12B5VH-1, 12B5VH- 
2, 12B5VH-3, 12B5VH-4) Kl##J U 12B5VH-1 (IB?IJ 
##5 7) 2 B5VH-3 (IB3W§- : 5 9) tti?^^^fn)T\ 1 2B 5 

VH-2 (W^m^r: 5 8) RI/12B5VH-4 (IB^J#^ : 6 0) \tT^ 

\z£\)Ty±>"7y mn-fyj-?- (l 2B5VH-SM1 2B5 

VH-A) ePi, ±^z(Dm^^m^o 12B5VH-S (1B?0# 

6 1) «fi&^7^^-T-y-^-IB^J<P5'*^J:^^!;^XU -M--0 
Hind III ftjflgf 9ffg3s$f3?iJ& £> = if> ^ SB#J£^o <fc 5 ^ |fcl2B 
5VH-A (IB^j#^ : 6 2) iii^7^v^HiVitoC*«^3- K 
i-Si^Sia^J^^^^y ^XL, J.O^r^-f'^ K^-ia^lJ^bt>*^B amH 

PCR^IlOOiiKt 1 Oji 1 <D 1 OxP CR Gold Buffer II, 1.5mM 
MgCl 2N 0.0 8mM dNTPs (dATP, dGTP, dCTP, dTT 
P) N 5^yhODNA^!J>7-^ AmpliTaq Gold (RJt PERKIN ELMER *±MK 
2. 5 M-^^/V [p mole] To69^^^-y rf^?^ t/^f- K12B5 VH~ 1 ~4£ 
-a^TU 9 4 0 C^^^^T9^1^tt^^9 4°C^T2^s 5 5°C(e:T 
2^mt>'7 2°CKT2ftr$<DtJ ?^%2®mmLfc y &s lOOpmo 1 ef 
OCD^Iljy^^-r-l 2B5VH-SM1 2B 5 VH-A^Px., £M-9 
4X3^X3 om 5 5°C^T3 0 2°C\CT 1 ^f^OlM >7/b£- 3 5 

PCR»|j:i. 5%«^7^o-^^ (Signal) £ffl^ftML7U& s 
S'JPI^B amH I^t>'H i n d III."CMfb U t hHfM^^^HEF- 
gyl cz-^^^L.fc 0 DNA@B?lJ&£c75^ ]E L^D N AlB^JSr^-f 5 D N 



WO 02/33072 



55 



PCT/JPOl/09259 



A$fJt£rafr^7*5 K&HEF-1 2B 5H-g Y l t$s% Lfc 0 

£ b£ % HE F — 1 2B 5H-g Y l£«lli§E c o R I /^t/CBamH I 
■^bU 1 2B5VH^3-Kt5l(E^ilU^ thFabHlM 
^-pCOS-FdtjfALpFd-1 2B5H*Hfc. ftib\ t FFa b 

DNA (IB^I##6 3) £PCR&£/^i#ifILfcft, Wlfamfoft^f *^-p 

-gYl£#S!i:U ±ISc5;IWl^(7)^T^Tit{E^c7)jii|iI^tTV\ iffc^T^-r 
10 -tWyhnyKDS'^WJ^W^D^XU IoEcoRIWB 
a raH I ^JPS^^IWffi^iJ^^Ti-^ £ ? KBfr Lf'GlCHl-S (E?U## 6 
4)£ N i^7^v-^Ut: FHi^«CHl H7^y©3'«©DNA 

^/N-r^y ^xu lot ^v?^o— =2- — K-f-^ia^ij, -i@©#jt=i k 

15 ?U#-i§-6 5)£/8v^„ 

KHEF-1 2B5H-g Y lMpFd-l 2B5H^tn5Si 

j& 1 2 b 5 H0-6T^0^©^ia^ij^t>*T ^ /^ga#i&ia»-^ .- 6 6 ^-r 0 

7. 2 12B5LiVifen-Kf«^fi 
t hMPLJC^i-Sk htfitel 2 B 5 LiVi^n- R-f -Siite^fi, & 
20 ift^^©^SiB5»J (Sa^'J##6 7) ^r© 5' t hSM^3D6 

(Nuc. Acid Res. 1990: 18; 4927) ft*© y ^^-ffi^J (S3^J#-§-6 8) 

Ttaftf- L7t 0 g8!tf LtzLi&mmm*±mtmm\d:fri^th 1 5 b P 

— y<w_ y ^yia^ij^r^oj; 5 ^4^:©^-y l^^- K (12B5VL-1, 

12B5VL-2, 12B5VL-3, 12B5VL-4) ^##JU Zft^tl 
25 -g-fifeUfeo 12B5VL-1 (iB^!I#-§- : 6 9 ) RW 1 2 B 5 V L - 3 (@a?'J# 
t: 71) 'fi-fe >^ia^J, 12B5VL-2 (@B?lJ#^ : 7 0 ) &l>' 1 2 B 5 V 
L-4 (ia?iJ#-$|- : 7 2) teT^ir^ffi^Jfc^U ^fig^y^^U^ 
Kte^tim©f@*§t4tCj; 57j/t>^!J £-£fcf£, MU^y^- (1 2B 5 
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VL-SM12B5VL-A) SrAflx.. ' ££<P&&^'£*g4I Ut 0 4*5 V 12 
B5VL-S (ia^J#-^- : 7 3 ) temjj7°7 ^ -r- T* U -^-|a?iJ<D 5 ' 

-ryy^vxu eoh i n d inmmmmtmmm^bm^^^ vtmmzw 

oJ:'5^ % tfcl2B5VL-A ffl^lJ#^-: 7 4) te^T^-r-TLltV 

PCR^teifBilsTOcfTV^, PCR£$«1. 5%(&Bll^7^o-^y/W 
(Sigma *±S!) ^V^l Lfcfi «@tmB a mH I &t>*H i n d III T'?KHb 
U t h L^^^^^HEF-gKtC^ P^-^^tfCo DNAg3?!lfc£© 
10 ?£ N IEUV >, DNAiB5'iJ : S:^*"t~§DNAKIfjtlr'a'tf7 B 7^ ^ KlrHE F— 1 2 B 5 
L-gK i:#£L/c 0 *^7^^ KHEF-1 2 B 5 L - g K 

i 2 b 5 L^vfi^©mssB^js.t>'r 5 y m^m^m^m^- 1 5 fc^i- 0 

7. 3 SMl2B5-^iFv(s cFv)^j 

IffitEScl 2 B 5^f$— *g|F v J3l 2B5 VH-!i^ 1 1 2B5VLOHI 

15 ^^C^{c:{i^ttSS.t>^M^^^-t-§/c^i3:F LAGlS^iJ (@a#I# 

7 6) Sr#^Pi-6r t-e^ffLfCo H ^^7-Ifl^J« (G 1 y 4 S e r ) 3 

(di 5T $ ;m>bftz> » >*-m&&m\t\ mm&i 2B5-*if v u c 

1 2 B 5) fcifNgLfc, 

(1) 157^ /§£/^ib&?> y >^7— la^U^rffiV^fcil?^^! l 2 B 5— ^MlF v CD 

20 

1 57 $ ym*bftZ V y S$^-&%^1tftfc$.l 2B 5 F v^a- 

Kl-Siifc^tel 2B5HiVlt M12B5L|V» 

4 7|:f^[^t 0 Mlfifcl 2 B 5-^F vcD^M^yt^^eflllCOPCRT 0 
25 7 4-*— (A~F) £<£/BLfc 0 C&t>*Ete1r:/.Xifi?lJ£ilrU 
^'fT-B, DS:r>*F(iT>-^-fe^^ia^iJ^^--r5 0 

H^V^O^fe^^ry^-r^-l 2B5-S (7°7^^-A, BB?iJ#4§-: 

77) fi, H^y~^-ia^ijc7)5'^(e:^^^y ^xlioe c o r \mim 
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HJ 3 (7"7^-7-B, ia^J#-^: 7 8) W\ HiVl^C^S^^-KtS 

y l/%^(Dtz.&<Dwi'jD~7 : 7 ^ "v'^-RH u J H 3 (XtM^-C, S2?iJ#^ : 7 
9) te, !Jy*-©N^3-Kt5DNAlW^!)^XLloHiVi 

©fcA60^^^^-7-RHu VK1 (7°7^^-D. |fl^J#-^: 8 0) U 

£ =« - K-T 5 D N A t =7 y -fir 6 «fc 9 KfSJff Lfc 0 

L0V^©fe*6©mJ^rXy^^-Hu VK1. 2 MB^J#-^ : 

8 1) ttL^V^©N*ffi«r3-K1-5DNAfcW^y ^X-TSJ: ? {cgSf 
tfbfco L^V^©fc«XD^^7^^1 2B5F-A IB 
£!!#■§■: 8 2) ft, L0V«cDC^^^-K1-§DNA^/^yy ^VXL 
IoF LAG^f K£ = - K-f£lfl?!J (Hopp, T. P. bs Bio/Technology, 6, 
1204-1210, 1988), 2 ^CDfe^-lh^ K^MNo t I fljlJPK^^l&^^fl^ ^Tt" 

^-PCR^ bHfc 3 0©PCR b £ te<P*Blit£fc: i!)77t 
^Xy^-^/to ~?y — ARt>*F Sr^P^T, 1 5 T 5 / Bfca>bfc£ JJ > 

#-&JE^fc?S1ft$l 2B 5-*|Fv%3- K1"5^DN A£±tiHLfc (f& 
~PCR) 0 &-PCRKl:fc^Tfi s S«12B5HiV«n-Kt 

S^^^ KHEF-12B5H-gyl (H«>j 7 . 1 £#!$), Gly Gl 
y Gly Gly Ser Gly Gly Gly Gly Ser Gl 
y Gly Gly Gly S e r ^ ^^t^^ - KtSDNA 

Ifl^lJ (IB^-f- : 8 3) (Huston, J. S. b, Proc. Natl. Acad. Sci. USA, 85, 
5879-5883, 1988) ^t^7°7^^ Kp SCFVT 7-hM2 1 (t Mib 
ONS -M2 1 inlft:) (Ohtomo, T. b. Anticancer Res. 18 (1998), 4311-4316), 
W&m&l 2B5LiV^n-Kt5/7^5 KHEF-1 2 B 5 L — gK 
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Wi—V CR&m<D®Wi5 0y 1 (i, 5]i 1 ©1 OxPCR Gold Buffer II, 1 . 
5mM MgCl 2 , 0.08mM dNTPs, FWDNA^D ^ 7~ 

-if AmpliTaq Gold (£l± PERKIN ELMER *±M) , lOOpmo 1 efo©^7^ 
^'-Rtfl 0 0 ngC^DNA^tU 9 4°C©M»ffi^T 9 #ffl*r L 
T^^9 4°C&CT3 O^, 5 5°C^T3 Ofj^&t^ 2tol^Ot>f^ 

PCRMA-B, C-D, ^tKE-Ftt^-pCRT'Tj/ir^^U Lfc 0 
IZPCR(^^T, mUt LXl^l tf>3?— P CR^J&tlA-B, 0.5il1C0 
PCR^feC-DM'lplOPCR^tlE-F, lOplOlOxPCR 
Gold Buffer II, 1 . 5 mM MgClj, 0 . 0 8 mM d NT P s , 5^yf 
©DNA^U^ 7— if AmpliTaq Gold PERKIN ELMER fct$!0 ^tt5 9 8 

111 ©PCR^S^^, 9 4°CC9^^it^T9^r B ^LT^^9 4^X2'^ 

1 0 0 pmo 1 e-f ^(D? y J-?— ARriF&m ?Ltc 0 LT 9 4°C^T3 0# 
f^, 5 5 °C\z.X 3 Oimt; 7 2°CtCT 1 ^©iM 3 5 tal£tA bfet£, 

^/fti!^^ 7 2°C^r 5 ^Wl Ufco 

~ P C R { t «t 19 £ D tc D N A »f it £ 1 . 5 % 7 # n - * y /l/ £ ft V n Tfil 
ML, E c o R I&tWo t I T'ftHbU #b^7tDNArrit^P CHO 
^^fcit/pCOSl^^- (#I¥8 - 2 5 5 1 9 6) \z.f n — := ^ L/c 0 
^^^-pCHOlll DHFR-AE- r v H-PM1- f (WO 
92/l 9 7 5 9#fig) EcoRIMSma I ifbiU 

EcoRI-Notl-BamHI Adaptor (SM5tl±M) £ 
ii^t-^CiriC X VM^Lfc^i? ?-Vh% 0 DNAlfi?IJ#:£(£>?£, Sf#^12 
B 5— &mF v<£>jELV>7 5 / SfeBfl?!! & =1 — KT3DNA§frJf £-a fr^?* ^ K 
lrpCHO-scl2B 5SO'pCOS- scl2B5^| L7t 0 ^7°7^ 5 
KpCHO-scl2B 5Sl>'pCOS-s c 1 2B 5 ^£^£^#1$ 1 2B 

5-^f v <Di&mmRU7 ^ j w&n^mm^- 8 4 K^-r „ 
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7. 4 W}®ffim&R^ft&12B5tiifc (IgG, Fab) R'^iFv^ 

1 2B5W (IgG, Fab) RXfil 2B5^S*©-*«Fv (tflJ^ 
y^-K) liC.OS- T^XttCHOlte^^V^Ja^-tirfco 

Gene Pulser^g (BioRad #M) %%\,^fc^U? h 0/K^ u -v'3 yfefck 9 jft-fs 
^mALtCo 12B5W (IgG) (DmmatmftCDm^tf-HEF-l 
2B 5H-g Y lWHEF-l 2B5L-gK#l 0]igTo£\ 1 2B 5F a 
bgffit^m^fip F d- 1 2B5Hi:HEF-12B5L-gK#l OpgTo 
10 ^ -*lFv©»|ipCOS-scl2B5 (10pg) £PBSlCj&$BL 
fcCOS-7« (lxl0 7 ||Jfe/ml) 0. 8ml(^U ^r^y MdJPx., 
1.5kV, 2 5iiFD(D^4(CT^/^^4-x.fc 0 ISttl 0#|8Jtf>|al«8Mia 

1"5DMEMi#Jte (GIBC0 BRLflJSl) »;Ug#Lfc 0 iMPB 
15 ST?-08fc#U $'b^jk^±|6CHO-S.-SFM IU#^*PX.. $£>£2 

l&W&ffi&.1r&1tlb, pCHO-s c 12B5M^^^-^T!B©i9tCH 

20 0*fflJI&fcitfef^A Lfc 0 

Gene Pulser^g (BioRad *±M) £/BV>7t:t ho^Wi/ay 
SfcfcJ: !9^m^^^-SrCHO«^#ALfc 0 ffeiJPSSHIf P v u I TlPHfcLEU 
tK^LfcDNA (lOOpg) <t PB S^«LfcCHO» (lxlO'tt/ 
ml) (DO. 8 m 1 SrM^ L7c k?)^^ y McAHx.**-? 1 O^Falj&ftLfc^ 

25 1.5kV N 2 5nFD(D^4^T^^^4^fc: 0 gf&lCT 1 O^fiOMK 

t5CHO-S-SFMII (GIBC0 BRL&M) t^PxJgH L/b 0 J§^2 0^tC5 
nM ^hhV^rt-h (SIGMA M) ft fe We 1 0 % £ ^J&>£ rial's if C H 
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O-S-SFMII (GIBCO BRL*±$t) \£Xfe%Lfc 0 &htl1t# p-^OV^ 
^g^ftO^V^ p-^£ 1 2 B 5 — tMKF v (DMMM^Mt LTiltRU/Co 5 n 
h hU*-V—b (SIGMA *±®D ^-atfte^jfitjiCHO-S-SFM II 
(GIBCO BRL f±iJ) fcTJ#g&, *&*±flf£3li?>, iS'L^Bt^ «t 9 «$Jt£l& 
5 *LTi#^±?f£#x~ 0 

7 . 5 CHOjaaiig) 1 2 B 5 Ek3fcD-:fci(F v Dffi M 

(1) trCF LAG#l{£#7.A 
10 *&^±tjfte, PB ST^iHbLfctfCFLAG M2T7^^X^-y*/^ (SIGMA 

ii (ph3.5) T^7 7^^BS^Lfc®eM^i±si>fc 0 $gtti®#i;j\ mmkw. 

%\Z.lM\>})X&WBffiWL (pH8.0) ^^Px.T^'fPLfCo SDS-PAGEt" 
^ttiM#£##TU — ##(F v«f3£*Lfc®:9'£Centricon-10 (MILLIPORE }± 
15 §0 ^j^TitftiL/c. 
(2) y/Ujfeifi 

( 1 ) <£>H*«f^ 0 . 0 1 %T w e e n 2 0 P B S "C^ffifc Lfc S u p 

erdex 2 0 0*7A (10x300 mm, AMERSHAM PHARMACIA #M) 

20 scl2B5ii2o©t'^ (A, B) \LftfrfhXm#\ Lit (Bl 4 8 

K#A % B£ 1 4%-SDS-^JJ KyV^&ffl^T^flr L7c 0 f-^ 

^^ilTn^rlJ^P, »T^ll, Laemml i (D^m^m LXmm*W}% 
fTV\ &lft?£®&«£^v'--:/!J !J h ^Vu-^-fe Lfc 0 [H4 5 

25 1 kDt|-^y K$r4ifc 0 M^AMB^S u p e r d e x 2 0 0 PC 3. 
2/30 (3.2x30 Omm s AMERSHAM PHARMACIA QM) & V ^ ^A-afiig «k 
tJ^tff b^*t^ ®#ATKULiW±<A#^I;jto4 4 kD v ®^BTtt(W]2 2 k 
D^tB$*L/c (HI 5 0 a&T*b£#fig) 0 gO:©^^^ I5)Attscl2B 
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7. 6 &m-*MF vOTPOi/^ hfe&QMfe 
t MPOSfft (MP L) ^f5Ba/F3« (BaF/mpl) 

5 BaF/Mpl», 1 % ^ isfeftsfom (GIBCO ft&l) R PM I 1 6 4 

0^ (GIBCOfe^) T*2|Hl^LfeOt, N 5x1 0 5 tt/m i ©aiSMtt 
Si 5t-lM«*©Lfc 0 ftM PL fcfifc FTPO (R&D Systems 

5 On 1 ^BX.T9 6 7^^ d ^^/HFJgyu— h (Falcon tt$8) £#&U 
10 C0 2 -Y^dr^.-<-^- (C0 2 I^: 5%) T 2 4 B#TO* Lfc 0 WS 
T-8f£H (£>NBj&&S9£f*3£SF ^lOpliDl 
^^«^^ft SPECTRA Fluor (TECAN ^VNTI^54 5 0 nm, St 

,W^6 2 0 nmCM^^Lfc, C0 2 ^y^a^- (CD 2 fe£ : 
5 %) -C 2 B^HJH F L/cf£, SPECTRA Fluor £/BV ^SSlt^ 4 

15 5 O nm, *M&g6 2 0 n m«#^£$ij£ btc 0 WST-8^tt^fB^ 
(^CTjSfi4 5 0 nm©M^^It5^ 2 B^<£PibfcJgM;£*t 

fH^B a F/Mp \mfe%;&&ik(D£ 0 KljlfcHLfcED 5 (MS^ J: )) SN3fi Lfc 0 

fcK3te^SrS/ife^l 0 0%t Ltc 0 Rfoms 0%ttft<D&mz&<3< WMifrmz. 
5(MjS£:L/c 0 

^il 2 B 5^&5H^^£-frfc:COS- 7 «©J£^±?jf £r^V\ MP L 

2 B 5 I gGX-fc&&fe&mmft]£(D±.^mitobtlTPOm<D7 
25 =r=* bmVk&fj<Ltc<DKttL (ED 5 0 ; 2 9 nM), mm&&&&&~MVh 
5 1 2 B 5 F a b<£7=*=;* hmfelt&lftfcm^V-Qhott (ED 5 0 ; 3 4, 

7 2 4 nM) 0 ^tu^u f & b tmmzfow&&&m^ffix-ibz>-*mF v 

(s c 1 2B 5) jol/^Tfi E D 5 0^7 5 nM£&V^7=i p =Xh7£tfe&5^fc 
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c l 2B5©^i*il|]|lfc^ ^fe^^^M (^y-^-) (^V 

v-ODs c 1 2B 5&%tl?h%mL (El 5 0 £#«?), ^^©MP LJC^-fS 
7=*=* h^^ij^tfc^ H5 l&t>*5 2^-fJ:5^s c 1 2B5^J 
^-XltED 5 0^4 4 3 8.7 n Mi: C O S - 7 M<D:)g#±?ft£fflV^c!£jj| 

10 ^O-^Fv ( s c 1 2 B 5 ^-f v-) T'tt-i© s c 1 2 B 5 Lfi 4 
0 CHg^7=^* hStt&TFLfc (ED 5 0 ; lO.lnM). ~fffi© 
-*lFvT1it hTPO^bt>lCl 2B 5 I gGOT^^ h^tti: L 

MMffl8 (t hMPLi^fSt h#C#:i 2E1 0 *jmm%=i- K-fSitfc 
15 ^$f$g) 

t hMPLW^t h^y ^u— f/Utfifcl 2E 1 0©^^Sr = -K*r 
8. 1 1 2 E 1 Q HjnTfiil^n^ Kt^I^^ii 

t hMPL(^t?)t hfoftl 2 E 1 OH^-er^I^^^- K-rSit-IH^fi 
20 WO9 9/1 0 4 9 4 £1B«©7 5 7 BfeSB^U 8 5 ) SrS^gB5IJ## 8 

'— iS^U (Sfi^JH^ 87) (GenBank accession No. A F 0 6 

2252) *T&mz&zzkx-'£&<Dm.m&m%®ftrLtc 0 mtiLtcmmmmt 

^th^tll 5 b ^7°Sa?lJ^^OJ; 9JC4*0^-y rf^^i/^j-f-K 

25 (12E10VH1, 12E10VH2, 12E10VH3, 12E10VH 

4)K#fl]U 12E10VH1 (IB?lJ## : 8 8) &t>*l 2 E 1 0 VH3 (IS 
?'J## : 9 0) {i-fe^^^TS]T\ 1 2 E 1 0 VH2 (|S?lJ#-S§- : 89) £t>*l 2 
E10VH4 (fB?iJ#-5§- : 9 1) teT> s 7-±>xJj\biV*:ti*:tb&j$,L1t 0 
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7^-7- (1 2E10VHSM1 2 E 1 0 V HA) frig 
ifILfc 0 **,\ 12E10VHS (m&m%: 9 2) lii^^^v^li^ 

-E^5'fiM/ij^xu ioh i n d 1 1 immmmmmtebz? 

If y^IB^JSr^oJ; £fcl2E10VHA (gB^J#-§- : 9 3) 

J.o^yy-f^ Kf— gBfllft fctffcB a mH I fliiJ|£BP£&®fB^J£#o«fc ? {c^ 

PCRMlOOiilll 10iil©10xPCR Gold Buffer 
II> 1.5mM MgCl 2N 0.08mM dNTPs ( d AT P, d GT P, 
dCTP, dTTP), 5^7h©DNA#^7^Ampl iTaq 

Gold (J^± PERKIN ELMER #M) ,2.5 t°a^/H* -ooftfoyf V ^ ^ V 
tfKl2B5VH-l~4 U 94 X,(OWmW^X. 9 #ffl*r LT^fd 

9 4^X2^ 5 5°C^T2^^t>*7 2 °C^T 2 ^<D^4 # jV% 2 
HL/c?£ N lOOpmo 1 ei"o©^MB!l:/7>l\-e— 1 2 E 1 2E 
lOVHA^i, £b^9 4°C^T3 CWL 5 5 °C^T 3 0 Wmt>* 7 2 °C 

PCRMlll . 5%fg;i4^T^D-^y/U (Sigma ffiK) &/8Ht$iLfc 
3*L f&IRBffi^fB a mHlM'H indlll TlPtfbU fc hHi^^^^H 
EF-g Y l^^o-^^^L/c 0 DNAia^lJ^©ft> IE Ll/^D N Aia?IJ£#1- 
5DNAHf)t£#if:/7;*5 K^HEF-1 2E 1 OH-gyl t^Lft 0 

£ "b^ HEF-12E1 OH-gyl WJPS^E goRI ftfctffcB amH 

J «u 1 2E i ovn^^-virmi^^mmLtcm, t^abHi 

M^^-pCOS-Fdt#ALpFd-l 2 E 1 0H&#fc o fc h 

Fa bHm^^tt-itt hfcfoKMvMmtfe%m®*^~\?i-zmfc*r3 

Sr^frDNA (@B^iJ#-^6 3) kloV^T P C R?££ffi^Tt|ijiS fjIMlfc 



WO 02/33072 



64 



PCT/JPOl/09259 



MiitHEF-gyi zmmt u ±mt®m(om*T^xmfc?(Dmmzft 

v\ m^-fy^^—t LXJy hoy i<D5' tiSnD&fflib^'f-?)) ¥4 XU J.o 
E c o R I 2fctfB a mH I UmmW^SM^-t ^> J: 5 tcggff. LfcGlCHl 
-S (ia^!l##6 4) fl^7^v-HTt hH»IiCHl 

lot ^s^j^—gB&rx- K-T^IB^iJ. 

-ffi^jjba k>-& j^b g i ii mmmmtmm&z^'tz*. ? \m%\ ltcg i 

CHl-A (gfl?lJ#-5§-6 5) £J3^/c 0 
^7*^ KHEF-1 2E 1 OH-gylMp F d — 1 2 E lOHl^W 
1 2 E 1 0 H&TST^J^&gga^J&tf 7 * / ^IS?lJ£gfl?lJ#-*§- : 9 4t 

8. 2 1 2E1 ojMBMM®£L^il±Z>Mfc±£MM 
t hMP UCj£<g-f 5 t hfcfcft 1 2 E 1 0 L^RT^I^$rrr- Kl-Sitfe^ti: 

wo 99/10494 (ciaifeor s y mmu (mm%- 9 5 ) zm^mm-s? 9 

(ia^J##9 7) (Mo 1 . Immunol. 1 9 9 2 ; 2 9 : 1 5 1 5- 

i5i8) ^ii^^^sctT^fi- m^Ltci&mmmtjzmtmm^tb 

^til 5 b p©tw^7 5/7"ia5iJS:4#o«t ?\ZL4-fr(D*)) uir^Y (1 
2E10VL1, 12E10VL2, 12E10VL3, 12E10VL4) \C 
##J U ^n^tt^ Lfc 0 12E10VL1 (I2?0#-§- : 9 8 ) RXf 1 2 E 1 
0VL3 (IE^J#^-: 10 0) fi-fe^^iB^J, 12E10VL2 (ffi?IJ#^ : 9 
9) M*12E10VL4 (I2?IJ#^: 101) l*Ty?tyxmW&&\^ & 

X^ -7- (1 2 E 1 OVLSM'l 2 E 1 0 V L A) ^Ox, ^©jtfi^Sr 
i#"l>S Lfc 0 /«Cjb\ 12E10VLS (|B^J## : 10 2) l*mJj7°7 J -?~X V 

^=«if -y^ga^JSri#o i 5 tfcl 2E10VLA (ffi^J^ : 103) lit 
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PCR^fi±|E<^[^#^^fV^ > PCR^J&^tel. 5 %l&m&Ttfv -*£Vu> 
(Sigma &m) £fflVit^L/cf£, frJPSHifE c o R I &t>*B 1 n I -VffiikU 

ftlJPgg*£ E c o R I X'ffiit U 1 2 E 1 0 Lm*l2£ffi&]kXfZ h 7 A^gl^ft^ 
^^r=2- K-rSitfH^^PML, JbOT^^pCOSlfcSAU 12 
E 1 0 LgBUS-^ (@B^iJ#-^ : 1 0 4 ) ^0/7^ SK£pCOS-12El 

8 . 3 gfij^ 1 2 E 1 0 -^IF v (DfeM 
m%J$l 2E 1 0»-*|Fvttl 2El'0VH-yy*' 12E10V 

LomtL s ^(Dc^i,ca^mRifmu^M>^ir^tz.m^F lags^j (is 

?|J#^: 10 5) ^^n-TSr i:-eiSffLfc 0 V ^jj^m&Ut (Gly 4 Ser) 3 
©157^i^b*5y ^^-Ifl^lJ, &tcte% (Gly 4 Ser) 1 ©5T^y 
Sfe/&>k&3y ^#-gfi#l/BV\ WSfifel 2E 1 OiF v (s c 1 2E 1 0*5j;tf 

d b 1 2E 1 0) zmmttco 

(1) 57^j^^^5 U ^-§a^J^fflV>feS^l 2E1.0-^iFv 

5 r y ^-lB^fflv>?cW#^i 2 e 1 o-*#if v 

K-fSatfe^fil 2E1 OH^V^Sr^^Ki-Si&^^S'ffi. 2E1 
OL^V^Srn-Ki-Sst^OS'^C (Gly 4 Ser) .^b^-SJ 

(fU liife-t-Sr: irjcj; >9*lf|gLfc 0 Si^l2E10-*«Fv#U©fcft 
(UjBCPCR^^v- (A~D) &&mLtc 0 /7^v-AMCfj:ty^ 

HmvfM^fcfrfDwilj^y^^^fel 2 E 1 0 S (T^t— A % SB?'J# 
# : 10 6) £JBV\ H^VfI^^/c^^ft^7°7-f v-DB 2 ( :/ 7 >f B , 
I2^J#-^: 10 7) fi % HiVil|©C^3- Kt^DNA(cM7"y ^ 
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XU £o (G 1 y 4 Se r) , V = - K"f 5i£SIS?iJft 

L^V^^fc^^mi^yy^^-DB 1 (7°7-r-7-C, @fi?lj#-^ : 10 
8) ttLiV»N^n-Kt§DNA(W^!J^XL, £o (G 1 
5 y 4 Ser) , ]) =«- K1-<5:£ggfl?!l& bI>*^H^V^OC^ 

^•7Hil2E10FA (^7^v-D, BB#J#-J§- : 10 9) L gO^il^ C 
10 ^-PCR^[5t^4oV>T20(^Si^A-BS.t>'C-D^TV\ ^Utl-PC 

fcS^fel 2E 1 0— v£ = - K1"5£:£DNA&i#*gLfc (IIPCR). 

15 5 KHEF-1 2E 1 OH-gyl lM) WSttl2E10 

LiVii^^-KtST"?^^ KpCOS-12E10L (H*fe$J8. 1 

ff— PCRM©ilS5 Op 1 te, 5ji 1 (75 1 OxPCR Gold Buff 
er II, 1. 5mM Mg C 1 2> 0. O 8 mM d NT P s N 5=^=-^yh(DD 
20 NA#U ^ y — tf Am p 1 i T a q Gold (J^ii PERKIN ELMER 1 0 

0 h° ^^/U-f^XD&zf? 4 -?—RVil 0 0 n g <£>4§-si@[D NA^tt 9 4°C 
©MMKlT 9 ftmZ LT#Ctei 9 4°C^T 3 0 5 5°C^T 3 0#TO 

7 2°C(iI-Cl^©-y--i'^/U^3 5 0SSL7tt, ^^%^J5^7 2°C^5 

25 PCRMA-B (4 2 9 bp) RVC-D (3 9 5 bp) fiHUPCR-C 

T^irV^y Lfc 0 P CRtCjoV^, iIiLtlpLfo©f-PCRSf5 
feA-BWPCRSS#)C-D, lOOfn^fo©^^^, 1 Op 1 
OlOxPCR Gold Buffer IK 1-5 mM MgC I,, 0.08 
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mM d N T P s N 5 y b©DNA^!i * 7— If Am p 1 i T a q 

Gold U^_hPERKIN ELMER #M) Z^-fZ 9 8p 1 ®PC R^ft££, Jt 

^ZPCRti t)4i:fc7 9 5 b p©DNA»r^ol/^ 1. 5%&M&Ttf 
5 n-*^>£J^T^iiLfcfJL E c o RlMNo t I X'MitU fcbftftD 
NABf^pCHOl^^^fclipCOS l^^-lC^P-^^tfeo 
ft*5> #38^<**-p CHO 1 ft, DHFR-AE-RVH-PM1 - f (WO 
9 2/1 9 7 5 9#R8) E c oR I WSma I ^b^«t t) ^it^S: 

8'JI& EcoRI-Notl-Ba m.H I Adaptor (SgatfcfcSi) & 
10 ig^-f-^r VffiM\^tc<? ?—-Ch% 0 DNAia^^f^, 'Wfifcl 2 

B 5 -^iF v co IE LV^T 5 7 P^Sa^J £r 3 ^- Ki~5DNA0jlr)t&^tf7 P 7* 5; K 
^pCHO-dbl2E10, fit^pCOS-d b 1 2E1 Oi^lfc, 
7*^ KpCHO-d b 1 2E 1 O^pCOS-d b 1 2E 1 Ofc^ftSS 

«i2Ei o-#$cf v coii£iB^js.i>*r ^ y i^j£iB?!i## : 1 1 o ^ 
15 -r 0 

(2) 1 5 V^-BB^lJ^V^Stil^l 2E10-^iFv 

(Dim 

1 5 7^8^b45 !J ^~Ifi?lJ£fflV^??«/&l 2E 1 0-*lFvS:3 
- Ki-5ii^ttl 2E 1 OHlVlfen- K-fSJi^^ 3'ffi % MI2E 
20 10 L^V^^=i-K-r53t^(Z)5'^^^tl^ (G 1 y 4 S e r) 3 ^£>& 

&£fflV^l#l>IU ^-rSC<h^cJ;>9^L7c 0 Si^l2E10~*|Fv 
(Difcm<DtcltoK4mv>P (A~D) £H£/B Lfc„ ^7^-7^ 

25 H^Vpl^cOfcfeCOBiJ^^^-r-^-fil 2E 1 0 S (7°7^-A, @a» 

#: 10 6) H^V^c07t46com^7°7^^-s c 4. 3 {rfy^-r— 

B, IE?IJ##: 111) ^ HiVW©C»n-Kt5DNAM7'i) 
^XU J.O (G 1 y 4 Se r) 3 ft 6 U ^#~£r K-TSi&SSEfllfc 6 
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Lmvmi$,(Orclsb(Dm^y^-r'- s c 1. 3 (/7^v-C, Ifl*W§- : 1 1 
2) teL#mi$(DN«i£=i- Ki-SDNAIC/^^IJ ^XL, £o (G 1 
y 4 Ser) 3 tf>fefc5 P >-#-£=i- K-fSitSIB^Jft ^I>*^H^V^©C* 
5 iS8Sr='-Ki-5ifeSSB^JS:^ft-5«t 5 ^iSff L/t 0 L $1 V 7c #> 7 
^•7-ftl2E10FA (^'f^D, BB?!I##: 10 9) fiL^^^C ■ 

f|— PCR^|^C^T2o<^J&A-B&t>X-D£fTV\ -tbT^-P C 
10 R^?,#^fc2o©PCR £.f&® Z^thbU fc<Dftffife.K i tJ T v ± y-f V £ 
iirfco ■7 D 7-f-v i -A^.OT^Px.-C, 1 5T5y^b^?>y ^X7-^rffl 

V^c??#|$l 2E 1 O-^iF v£ = -K?-3£^DNA£J#i|f Lfc (H~PC 
R)o ^-PCRJcfcV^fi, «12E10-^iFv^3-Kt5X 

7*5 KpCOS-d b 1 2E1 0 (HWJ8.1 (l) &#H) LTfflW 
15 /Co 

||— PCRtMi5 'Op. 1 fis 5iil WlOxExTa q Buffer, 
0.4mM dNTPs, 2.5«y hODNA^U^7^TaKaRa 

E x T a q (WiSSilil), 1 0 0 k°n^;l/f ^-M l 0 n 

g^HlDNA^tU 9 4°C©ft)Mj£^T3 0#F^lT^|:9 4°C^ 
20 tl 5W7 2°C^T2^^©f-^^^^5|H], 9 4°C^T 1 5»7 
0°C^-C2^^©f-^^^^5[El, 9 4°C^T1 5#«t/6 8 0 C^T2^O 
f-^^/U^2 8 UlStS Sf5S^^5E^7 2°CT' 5^1MUfc 0 

PCR»A-B (4 7 7 bp) &t>'C~D (44 7 bp) te^ZLPCR-C 
T^ir^^yL/Co fg-pCRtc&V^ mUt LX liiL-f o<7)3l-P C R^Jft 
25 ^A-BSO'PCR^JSfeC-D, 1 0 0 t^^f 0^X7^ v-ASO'D, 
5ji1 ©1 OxExTa q Buffer, 0.4mM d NT P s , 2.5=L=-y 
h(7)DNA/KiJ ^ T a Ka R a ExTaq ()^±^MitM) 

±ISi:lWl^<7)^#TTRJ^^^7c 0 
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^ZPCRia 9±C/c8 2 5 b p<DDNAl#rJt^oV^ 1. 0%fSi^T^ 
P-^y/l^J^TfitMU EcoRlMNot IT^bU fH^tu/cDNA 
®fit?:pCH01-<^ ^-^fcltp CO S 1^^-^ p-~^'L/c 0 DN 
Aia^lJ&£tf>l&, Sifigl 2E1 0-#&F vOjELVVT ^/^Sa?'J£ Ki" 
5 SDNAHf^^tP^^^^ K&p CHO- s c 1 2E 1 OWpCOS-s c 
12E10 k-fo£ tfdo */7^^ K p CHO— s c 1 2E 1 0St>'pCOS- 
s c 12E 1 0l:^H5Si^l 2E1 0-*iF v <£>&ggB?IJ&tf7 5 / & 
IS?IJ£gE?IJ#-*§- : 1 1 3 ^^-To 

8. 4 IMiE^ailMiI 2E1 Offijfc (I gG, Fab) RO'-^lPv 
10 tK U -<yf- K<P3§% 

1 2E1 0^ ( I g G N Fab) ^fct>l^l 2E1 O^S^CQ-^F v 
(JJ ^#-ffi?lj5T^ yi, 1575/i) iiCOS-7aiHL<ttCHOi 

COS-7 7ltt£/8V>7t— i^^^^fi^ct 2^LTfrofc 0 i-^t?^, Ge 
15 ne Pulserl I ^® (BioRad #M) ^ffiV^c^l^ Fn^U-> 3 y?i 
K J; DitfS-^AL/to 12E10^ (IgG) c^m^teM^^^ * 
-HEF- 1 2 E 1 OH- gyl&^P COS-1 2 E 1 0 L^§-1 Opg-foSr, 
1 2 E 1 0 F a b Dr^GO^^i: P Fd-12E10HipCOS-12E10 
L& 1 On g -f -#glF v <£$&^,fc:fi pCOS-scl2E10 ( 1 Op. 
20 g) ^fcttp COS- d b 1 2 E 1 0 (10p.g) ^PB S LfcC O S - 7 

« (lxlO'«/ml) 0. 8m U-^LfctCO^^^^^ h^AP^l, 1. 
5 kV, 2 5iiFD<2igft^T^W*£-^;ifc 0 il^tl O^^EMI^^ 

^ hp#i/->a £ *bfc«£, i o %<d ^ -y^jfeM^^-f 5 D 

MEMi&ift (GIBC0 BRL ^PxJg# Lfco «PBSf- 

25 £ b^&lkfititJ&CHO-S-S FMI I igife (GIBC0 BRL frM) &2)P 

£ 3 0fll]±&^Lfc o i^*±?S^^t^L«^#^^(^5!5b^, 0.2 2 
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MMk^MiLir&fclb, pCHO— s c i 2E 1 Otfcfip CHO-d b 1 2E 

#|gil^<^-£ N Gene Pulserl I ^pt (BioRad #M) 
a^v? hPjHW v'a ^m\ZX «9 CHOiSS(-il(5^Atfc 0 Pvul» 
5 .tOEgUfcfcUtDNA (lOOiig) t PB S^«LfcCHO« (lxlO 7 
Ifi/ml) ©0. 8m 1 £M-£L7ct)<D£^-<:y H^Px.^ tK^T* 1 0 
gtfc^ 1.5kV N 2 5iiFD<D^*^T^/V*£-^x.fc 0 ^fi^T 1 O^fsl 

)i6JElfc?it ^bt>W«^W-T6 CHO-S-S FM I imt& (GIBC0 BRL *±§£) 

HO-S-SFMI Ii#itil (GIBC0 BRL QcM) ^T^L/c 0 #b^fc^n->-^ 
oV^3§*|i;?>iiiV^ n-:/& 1 2 E 1 0 — F v (DMMmWt t LTiltRL 
fc 0 C.0«^^jte^fjf^CHO-S-SFMI Ii#J& (GIBC0 BRL |±M) ^ 

8. 5 cHoiaaaiig) 1 2 e 1 ofe&ff)— ^iF vrosttsg 
$mm 8 . 4 f v i§mc hom ( s c 1 2 e 1 0 , d b 1 2 

E10) ^fr^<£ig#±?#^ib#CF LAGta^^7^> &t>*y>3i§# 7 

20 (1) ^FLAG^^yA^rfflV^ciltM 

i£^_b?!t ( s c 1 2 E 1 0 , d b 1 2 E 1 0 ) -t^ft 1 5 0 mM N a C 
1 ^tf5 0mMhy^-^|gW ( P H7.4) \Z.X¥%fc\>tdfc FLAG 
M2 77^f^^ (SIGMAlil) tiyMZ.WM\^, mBW&XZ> 7 

mmik, loomM y'v^^mnm (pH3.5) x-%7 Mv%M\^tzM.u%^ 

25 gWLt ^»liil^laM MJ^-^II« (pH8.0) ^iP^T^fP 
bfc 0 SDS-PAGET#itliliMffU -#$!F v tfmZiSfotcmft*, 
■Zn^tl-f—Jl'l,, Centricon-10 (7 ^ ^ VfctSl) £:ffl^T#J2 0 
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(2) ?;umm 

(1) (DW\ft&y 0.0 1% Twe en20ttfPBSX"¥tfbtfcSupe 
rdex200HR#7A (10x30 0mm N Am e r s h a m Pharma 
c i aftM ) \z.WMLit 0 ^nvh^7^S:@5 3*5J:tJf5 4l^t. 
5 scl2E10m^|j:2o©kW (A, B) riS&ffl^ftfc (0 5 3)„ 

dbl2E10m 2KD\?-? (C, D) riMfcffl&ftfc (HI5 4) 0 Ztl^tl 
<E>fc!W®#£#&U il7D^iJ». La e mm 1 i 

H5 5l^tJ;M^ iH#A N ii#B, ®#C, M#DVvfftt>it7D£l]<D3fo>jn^ 
10 ^T&fc:|!§;be>1\ IE>tt±c2^S#J 3 1 kDC^^ K ^ftb<D 
Wti*. ffft&^S u p e r d e x 2 0 0 HR* 7 A£ffiV^^>5i^##T Lfc 
gl, ®#AM/W±O^A^2 0 kD, ®#B«IrI4 2 kDfc&WStbfc 
(HI5 6^#BSJ 0 — # N ®#CttJLa»ttJi<0£ : ?fi#*)6 9 kD, I^D(iP4 1 
kDfcligfctl£*Ufc (0 5 7&#fla) U-tOfa$kfrb, scl2E10SI©I^ 

9, d b 1 2E 1 0&m<Dm£Cte-*mF v#*|Ml>!J-7^ 

8.6 &m-*mF v(DTPOi7^ ]-^#<DiJ^ 
t MPO^ (MP L) Zm^L-tZB a/F 3^ (BaF/mpl) ^-T5^ 

20 m^tt^pj^-rsr naot, fep i ~^mui^(DTPomm^otm^n 

ofc D 

BaF/mpllfflfe 1 % *7 Vj&jftlfoJlf (GIBC0 ft®*) Sr^tf R P M I 16 4 
Oi&i& (GIBC0*±§!Q T2[E]gfc$-L/c<59-f^ 5 x l 0 5 «/m L <£»MHcft 
^) i 5^i#lfe^MLfCo trCMP L-*»^t(it hTPO (R&D Systems 
25 t±®i) &J#&-Cjg^ifr«3U «^«5 OpUdftft^fctet: hTPO^IRM 
5 OjiL^OxlT 9 d h (Corning frISO (^ftb, 

CO^yJf^-^ (CO.iM: 5%) "C2 4B#^*t7c 0 WS 
T-8^ (^«WJ^^SF :t*7^T7^|il) £ 1 OpLjjP;^ jt^ 
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Benchmark Plus (BioRad *±M) ^V>ti£^4 5 0 urn, #88 
fcS6 5 5 nm^SR^S^fi'i^tfeo CO^^a^- (C0 2 »I:. ; 
5%) ^^^a^Mfc^ Benchmark Plus ^fflV^THWJ^S 4 
5 0 nm, &f$i&g6 5 5 n m©Bbfe££S(I^ t7t 0 WST-8«4«t 
5 ICJ^DT^4 5 0 nm<7^&£jJ&££-t-3^<t^£>> 2 0#Pfl1c£«^{b&3§ 

^-flll 2 E 1 OirC^-T-^m^-tirfcCOS- 7«c7)i§*±?f^fflV^, MP 

7^ (d b 1 2E 1 0) teXXfl (s c 1 2E 1 0) cD-*0F vt 

Kl&L (ED 5 0 ; ^fr^9 pM&£tF5 1 pMh 1 2 E 1 0 I g G&<fc t>* 1 
2 E 1 0 F a b -m<£< ?£f4^fS& btl&7^ofc 0 

15 5 0 ^er-e, 1 2 E 1 O~7js:0F v ^^^^-yrfcCHO^^^i^ ^yVu^ 
irl^MLT, MPLi^t57^^ h7&t££$'J£L7c 0 ^©fe^SrH 5 9 ^ 
1\ s c 1 2E 1 O^fcfeTjWc^ftS-gft: (s c 12E1 O^V-r-, E 
D 5 0 ; 1 . 9 p M) (^fift ( s c 1 2' E 1 0 * / N ED5 0 ;>10n 
M) kUt^T, 5 0 0 0f^±5I^TPOi7^^ r^ttSr^U ^©Sttte 

20 T PO (ED 5 0 ; 2 7 pM) J: "9 k^ofc 0 £fc, d b 1 2 E 1 0 (D'Afc 
(d b 1 2 E 1 0^-^- v ED 5 0 ; 2.0 pM) fc£s c 1 2E 1 OPJ-v—b 

m^mm<D^^^7jkL± 0 tfju%i&ft?&frb=Afct%kj££fotca b 1 2 

ElOh'Jv- (ED50; 7.4 pM) tdbl2El 0 ^-{at£Z>&?$ 
V^tt£^L/c 0 J^±©|gm^b, 7^h^l2E10©»lt #Lfi 
25 (^^-) T*fc5I^slgi:tibW^ 12E10 Ig 
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mi. t h I gG 1 W\ t h I APMt^L 1 2 1 0»)S (h I AP 

/l 1210) ^ffi&L^^z. t %fjk-t7 u—y-j m h y-(D^*7T^mx* 

5 m 2. =3r^ 7MABL - lfofctK t h IAP^fS L12 10» (h 
I AP/L 12 10) t^^Wt^f 5 i i ^^t7 d - f^ M b 9>-<D& 

El 3. 7MAB L- 2#l#:7K h I AP^MtSLl 2 10tt (h 

I AP/L 12 10) M h y-<Df£ 

10 m?r^-ri21-efe5 D 

HI 6 . W^©-*iFv^n-Kf5DNA^, "ifLSb^iBliS^T^^* 

IH7. H«ij5. 4-e#«b*Lfc^*?>yn ^ h©^«r^i-®T*fc5o & 
fflUD, (±^b 9 7.4, 6 6, 4 5, 3 1, 2 1. 5, 1 4. 5 

kDa^ft), pCHOHACOS7«fi±t, pCHOM2i|A»f 
#±?ff 0 p C H OM 2 iAiiaf iiitSi^MA B L - 2 F v 

[18. h a^-/Ut LT©p CHO l/CO S 7 m^^±^ <£#G#^ => 

yhn-^i U©pCOS 1/L 12 1 OMim^LftV^ <t&^-t- 7n 

19. MABL2-scFv/COS7 n^hn-yU 
25 i: Lt©p COS 1/L 12 1 0tt(Cli^U*^r ( i:^t7o-t^ M 

010. 3y^n-^i:LT©pCOSl/COS7 H)fe)§iJ:iO^[i, h 
I AP/L 12 1 0«^^L^V^r t^t7n- !M M h y-^HSr 
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mil. MAB L 2- s c F v/COS 7 «^i#^_h?f ^^rC^fi. hlAP/L 

5 |12. »|5. 6T*/TtCompe t i t i ve ELISA©^^t 
ISl-efe^, «MO-MFv (MAB L 2- s c F v) O^fC^^ti^ ? 
V Yu—;ut LT©pCHO l/COS 7 $Hjj£i&^_L?ft t Jttfc LT, t^*^/ 

mi 3. hmjs. 7^r^ h-^^mu^^^^-rmxh^ , 

10 ~/^Lt(7)pCOSl/Ll 2 1 OtttCIt nyl>D-;^LT©pCHO 
1/COS 7 «i£#±}f»teT # h — £fSi£ L & V ^ t 

mi a. mmms. 7<DTtfh^sxn&®%<Dfe%*7*irm-vb*). 

—A- tLT©pCOSl/L1210 MA BL2-s cFv/COS 

15 IU1 5. H»J5. 7©T^ h— >^fl^^^S:^i"0"Cfct), hlAP 
/LI 2 1 Ollfla^li, 3> h u^-frk U©pCHOl/COS 7»^± 

mi e. mmm5. KDr^v-^^mm^^^^-rmxh^, hiAP 

XL 1 2 1 OMdftU MABL2-S gFv/COS 7 Ji?f 

12117. Hifc0lj5. 7©T^ h-v-^^^m^^^^-t"H"^fe l 9> CCRF 
-CEMttlUt b n-yui: LT©pCHOl/COS 7 $BUSJ£#±it ^ 
^«T7K h-^^^|3L^V^- i^r^l- (Ml|5 0°/o) 0 
Hi 8. Hife#j5. 7©7# h~V*!8£$ll<0ii&&&^1iaT-fc.!K CCRF 
25 -CEMttl^L, MAB L 2- s c F v/COS 7 «i#*±?f ^f£^#^ 

El 1 9 . Htfc0i] 5 . 9©CHOi)Sl4©MAB L- 2tfhfc&3&<D— ^F v <£> 
fil$5!iamjc:i3V>T, Blue-sepharose ^^Atll^tlfci^W Kn3rV7^ 
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12 0. H»J5. 9(D (2) -V'&btltiffiftAs MftB kd^Xtf^Mi&fc «t 
5 Bftel§]7 6 kD©tegk^Hbr— ^^S (WHAIMB I) /^fctSLfcr 
El 2 1 . J!Jfe0!| 5 . 9 (DCHO»I4©MAB L- v © 

MilH *3v^#f)^fciii^sDS-PAGE -e##f t 0 x h *) . fain h 

10 0 2-2. CHOJ^liaE^MAB L-2^**c^— vO*S$!lt!:*3V>"C# 

b^7t®^A i i ^y/u«iafc«t 9 ^Ltc^^-rmxh v . ©#a 

0 2 3. ^WO-*iF v ^a - KtSDNA*, M%^(DMfofoKX^i$ 
15 024. HJ60»J5. 1 2©MfttM©MAB L - 2^ft^O-*iF v 

02 5. H»ij5. 1 3©7# h-V^^^cD^^^i-^T'fc'Q > h 1 A 
20 P/L l 2 10ttt(j:, ny f n-;^ U©-7^ I g GWi7^ 
^fc^jgLftV^ £&7j*1- 3 /i g/m l ) 0 

0 2 6. Hi&#ij5. 1 3C>7tf h— i ^^MM^Jm©^Sr^-r0'Cfo'9 , hIA 
P/L 1 2 1 OjSfflflSfcfcfU CHO»14©MAB L 2 - s c Fv^v-^ 

mmz.T#h-i/xzwnirz>z.t£^i- im^m&s/j. g /mi).. 

25 02 7.^0ij5. 1 3(7)7^ h-^^^ia^m^^m^7Fi-0^& 1 9. h I A 
P/L 1 2 1 0«Kl;ftU ±mWMmm.^(DUAB L 2 - s c F 

0 2 8. Hi£0jj5. 1 3©7# h-v^^^m^^ : lr^i-0-Cfo'9, hIA 



WO 02/33072 



PCT/JP01/09259 



76 

P/L 1 2 1 OflBU&telte, CHOttl4©MAB L 2 - s c F v^/^-WT 
/ml), 

02 9. 1 3©7^ h-'y^n^^^^Tjki-m-^h^s hi A 
5 P/L 12 1 O&TOdte, M%WfflfaM£.(DMAB L 2- s c F v^/^T 

/ml) 0 . 

0 3 0. H»J5. 1 3<DT# hIA 
P/L 12 1 0!fflte{2> =»y Yn^-jVt LX<D-?V* I g G#Cf£te#LF L AG 

io fcfcommz&'oxiiTtf h^v^sr^tft^;: ^ ^r^-r (ft^^3/zg/ 

m 1 ) 0 

03 1. H»J5. 1 3(DT# h-^^mn^^^Tjk-rmXh^O. hi A 

P/L 12 1 OfflluML, CHOttS4©MABL2-s c Fv^yv-^ 

^LFLAG^OmiP^cto-C^^T^ h-^?riit?)^i^t 

15 itS3A£g/ml) 0 

0 3 2. t hfSIII«KPMM2^|Stfcv!>^(DM4'©t h I gGf 

<Pfi&fiiJ£L7U£J&&^t12T-fc^ s c F v/CHO^^KPMM2lBl 
20 03 3. m^®Wik<D'?'>*(D£.&B%k&%:LXte<0 , scFv/CHO^-7 
0 3 4. MA B L - 2 S^ft ^© 2 o©HlV«(/ 2 o© LiVi^^rttf 

[s c (f v) 2 ] ^m^-r^-fy^^ \?<D-m<Dffim$:^-t 0 

03 5. [H#l] - [LiC tt£Z> £?^V«£MiU £o^7°f-Ky ^^7- 
25 ^$^scFv (HL^/7 0 ) ^mi"^^ 0 ^^^ K©-0iJCO^^^1- o 

03 6. HL^^y^^y^y^-K^it^i^^Ky ^^-^r^y^ia 

03 7. [L&] - [H$G 9f-V^$ril^L. lo^f KU^^ 



WO 02/33072 



77 



PCT/JP01/09259 



£ <£>^7°f- K y y*-^W-f ; 5MABL-2l7L{$ s c F v #38^, LTV^ r. t * 

I2]4 0 a&t>*b. mnm6. 3 (1) klTi^UfcCOS 7»i##_h?if£fflV> 

10 ^tt5MABL2-scFvMsc(Fv) 2 (l tMAPf^ltMfB 

|41. H«iJ6. 6 0T^h-^^^)^^^i"ia _ Cfc?), scFv 
<HL3, 4, 6, 7 N LH3, 4, 6, 7>Rt>'s c (F v) 2 lih IAP/L1 
2 1 0«^*fb-C^^»^«r^i-5^<b^i-o 
15 1214 2. H«ij6. 1 OO^Ljg^M^m^^-t-|21"Cfc i 5> scFv<HL 
5 XDyj-r—RTFs c (F v) 2 ^t f> I A P KM LTi^V^fntt^-TS - 

-To 

[214 3. H»J6. 1 l©in vitro T^h-^^^^m^m^-rH-efo 19, 
MAB L 2 - s cFv<HL5 >©^v-WMAB L2-s c(Fv) 2 ttb I 
20 AP/L12 10, CCRF-CEM.©i^«^tTto^#^^»^^ 

1244. t h#MIt»^KPMM2^^bfc-^>^^ib^j-?)t: h «£ 

v<HL-5>Ws c (F v) 2 ^KPMM2«^^£^&^< »Jb"CV> 

25 5 ^ t %^i~o 

1214 5. It^^^^^^^^Bfc^LTioD , scFv<HL-5>S 

j*mK#^x&.fc&imm%Km&&hx^z> ztz^ ltv^ q 

H46. ffi^#^©^!>^(D4#0^:^b-C^ 1 9> sc(Fv) 2 S»V 



WO 02/33072 



78 



PCT/JPO 1/09259 



04 7. 1 57^; /WtfrbKZ )) ^tf-IB^J&^trStfSricl 2 B 5-*|Fv5: 

ni4 8. mmmi . 5 en fH^fc^^Bs-^Fv^ v/m^Ki 

5 <9^Lfc^m^1"H"efe l 9> scl2B5fH:2o0^ (M^A, B) 



049. Hlfe^j7. 5 (2) fc^T, #®#A*5«fctfB£SDS-PAGEfc: 

IH 5 0. H»tf7. 5 (2) Cm v »A^J:t;B^Superdex2 
10 0 0#7i^£9#WLfd£m£^U (a) ®#ATtejLJ&>tt±©#f-fl$!4 4 

kDtc, (b) mftBx*nm2 2kD<D{timz^t°-?tfMtti&fotzzt%7F-i-o 

HI 5 1. sc12B5W12B5^ (IgG, Fab) WTPOiT^ 
h^ttOSfl^^^^ U 12B5 I g G&t>-i-*iF v(scl2B5)lt 

15 05 2. s g 1 2B S^yv-M^^TPOtT^^ h^tt^I'J^ 
JH&^U -m<DftmUG1$tiL&fto-'*&F v (s c 1 2B5^v-) ft— 
«©scl2B5i^40 (M£^±3$V>7^;* MSttSr^U ^<£>3££tet: 

h t p o £ (wi# h t < fi j en^i±-cfc s - 1 

(§15 3. #^^L/c s c 1 2 E 1 0— S u p e r d e x 2 0 0HR#7 

20 h^y^^-^Mbfc^^^-rill^fe^x 12E 

10sc3TU 2 0©t-^ (lij^A, B) K^^td^^7f^-t 0 
HI 5 4. #^^lfcd b 1 2 E 1 O—*0tfn>fo$: S up e r d e x 2 0OHR*7 
i^^fflv^fcyy^5i§^ ^^7 7^-T•^Lfc^^^-rla-Cfc l 9^ 1 2E 
1 0 s c 2o©k-^ (ffi#C, D) {Z^fhtz^^T^iTo 

25 HI 5 5. ®#A, B (s c 1 2 E 1 0) C, D ( d b 1 2 E I 0 ) & 

Mtl, ^S^ttT^fc^tS SD S - P AGE^Df UfcM^to 
m5 6. i®#A, Superdex20 0 HR# 7 ^ ^rffi V^fc^Vu^iil^ 

f^77 >r-T-#ffiLfcij£^:£7jrt-. (1) M^At'fis E^tt±^^-*4 



WO 02/33072 PCT/JPOl/09259 

79 

2kD|: (2) ®^Bt:1i> IrI2 0 kDW&ft, ±^t°->? ftfeftZtlltZ. t 

157. ®#C, Superdex 2 00 HR# 5 A £ Wc^>6ii^ 

5 9kDfc (2) ®^BTii, 1 kD<D&g(£, ±g t 0 -^ flS^tH $ ftfc £ t 

El 5 8. 2E 1 O^Cffcft-^CDMP Ll^f57^^7 b fgf£&^1-^*7 7 

Tfc <9 , — #$(F v (scl2E10, dbl2E10) tttTP Oi©7 

* h^t££^L/cC>^>tf U 12E10 I g Gft&TJfil 2 E 1 0 Fabtttt 

159. scl2El O^y-^&itJ^^^ MWC dbl2E10^v 
-fej;t>*h y-7-©MPL^f5T3'-7 h?g-tt^7r:1-^7 7"efc , 9> s c 1 
2E10^v^ db 1 2E 1 O^^i^hliv^TPOiT^ 

15 

-r^^Bm^O 57^^ Mtffl£^L-Cfc»9 , ^fdft&^H- (whole I 

go ttmLxi&ftTiktimj$ l £tix^%tctb, mm. m&^o&ff&fc&ti 

20 T^5£^3##t£*rtTV^ 0 ' £ b £#3893 «kft TPO^W (wh 

o l e I g G) J; "9 SIlFk:i§il' ,l 7' ^'^^ hig-'ft^rWt'-S^^fet^^il'^^ tb5o 
1-/uBmT=i'~* h t LXi&mir&^tfcX^, ^^XfoWft^^Wn^ftM 



WO 02/33072 PCT/JP01/09259 

80 



WO 02/33072 



81 



PCT/JPOl/09259 



4. «ft£M\ io©H^V«S:^lo^LstV^^£f-^F v<£> 
10 -v/l^-r^ btfefc & ft 5 it #1 1-3 <£>V vffttf* 1 ^-IBio^^ftfo, 

5. MM -*|Fv©fh7^ h«)^ffclW-7^bi^ 
£ ft 5 fit^ 4 ra*o©&^ftf£ 0 

ftffc 0 

15 7 . m cm±<DHmvmmRVLmvffi.mtt\^T&&L~z 

&£71MLTV^V\ |f*Jl4~6(DV^^^fEi4©^feL^ 0 

JJ ^7°^ K"Cfe 5Ijf 1~3 <E>V v-f ftj&a 1 3S^|B#^gfc^fro 
9. &^ft£M\ 2 oOHiVTOt; 2 oro Lf V^^^~*i* H ^ 
20 7^ KTfc6ff^8^IElt©&^» D 

l o. zk^mttiK £ b^V^f- FtitMOlttiXDT 5 /^ia^J^tpft*3S 
1 ~ 9 CDl/vf ftd> 1 ^!Ef^&^ft# 0 

li. &^L&aMfc$£ftfcfc©"?fc^ ff^gi-i o^Tft^i^fBic 

25 12. HiVWt/AttLiVf^^ k h^CHlViW/XttL 
^V^'ffcSIt*^ l ~ 1 1 ^ 1 ^^ffiii^^ft^c 

1 3. HiVW^AttLiV»\ t hMfb£ftfcH#VW<&tf/X 

teL#iv3SJ&T?fc£it#?S i~ii ovvf fttf» i ^fcfBi$£>&^ftf£o 



WO 02/33072 



82 



PCT/JP01/09259 



14. gfe^ftfrtf, %L-%fgfe (mono-specific) <D&%fcfcV&Zn#l%l~ 

15. %@m&1>K (multi-specific) ©^^TfcSIf ^ 1 ~ 
5 1 6 . -S#^fi (bi-specific) (D&&fofoX*h&m$:mi 5(C 

17. L^V^^l/H^V^W^ ^ ft 

18. &foftttto&LTm%£i±OT=f~X hfeft (ED50fjg) ^-r, fjN^l 

19. ^<*:'i:Jtt{?LT2f&^±or^^ Nf^ffl (ED50fg) HN^g 1 

2 0. l&fcftb&l&LT 10®U±<D7*~Xhftm (ED50jjt) f##3g 

1 9 fcfE«©&£ftfe 

15 2 1. ^{^T^* SfftB&^C#J{^T&ftb\ W*^ll~ 1 7<ZHvf*Lfl> 

22. hny^xfy (TPO) t Jfctfc LXm^U±.<DT P 07 M^ffl 
(ED50li£) ^©HiVflc^ 2 Oj^Ht/Ll Vi«^ 2 oJ^±ttf 

20 2 3. TPOkW&LX2feSXJi<DTPOT3~Xhft% (ED50 fjl) £*rt\ ft 

24. T PO£tfc!fcLTl 0|^J:©TPO7^ (ED50jjS) 

2 5. TPOT^'-^ htfMB© ED50ffij&S2 0 p M^Tt?fc 6lf ^ 1 ~ 2 4<£>^ 

25 ■f ! ^/0^i3S^fam^^ta;^*fc(^^ D 

2 6. TP07^f>f^ffi© ED50 1 0 p M£ATXh 5 ft 2 5 tC|B*fe 

2 7. TP07^7 h#ffl<^ED50^^2 p MOT^fe SffNtJS 2 6 (d|B«(J5 



WO 02/33072 



83 



PCT/JP01/09259 



2 8. mfofctimLx, i/io^T©iMiM (ed5(Md sr^-tit^i 
i~27 w^-rtifr i mztm(D&m j fcW--£K.te{k&%} 0 

3 0. !ff*Sl~2 9£DV>i a n^l^^ia^^m^*fc^#t)$r='--K1~ 
5DNA„ 

3 1. 9©V>i*^U^^|B«fe©3fe^^*fe^b^*:^-r5 
3 2 . If 1-29 <£>vvf tb^ 1 3g^fB«o^^^Lf*:^fc^b^^M41-5 
3 3. ff^l~2 9cDV^-f^^ : >l^^CfB^(D3^:^f*^^^k^©TPOT 

P O is-ty°?-&$Lmi-Z> - i: m J: 19 Mft^^/WKjt££B U f»ll&^7 
3 5. TPOT^H^^ ^b^*/c^ft©$lj^ Jfe 

3 6. If^l~2 9^V^tb^n^^fB*fe0^^^fcf^b^^W^M^ 

37. ikA-m^&(o^wMvh^m^m3 6tm<Dmm 0 

3 8. If^l~2 9©V^H^l3l(c:fa#©^^^fcfi{b^©E^<ir L 
3 9. TPOkt^-Mf^r^a 197=2-^^ M^^^1~> 

( 1 ) T P O Hr^^-^^^^^i-^trD^^H^V^^r 2 0^±&t>*L 



WO 02/33072 



84 



PCT/JPOl/09259 



(2) TPOl/irT 0 ^ - £$83& LTV^S « i gEOfc^jftf*: t £g&fe $ it , 

(3) TPOi/-fe^-S:IIISt5:i:ia 5MC:4f STPOr'^^ h 

( 1 ) T P O l/t7 t ^-tC^t^t5W©HlV|1^^2o^±WL 



15 



WO 02/33072 



PCT/JP01/09259 



1/49 

mi 



o 980727,004 




FL1 FfTC 



m 2 



o 980727.006 




FL1 FITC 



WO 02/33072 PCT/JPO 1/09259 

2/49 



o 980727.007 



■8. 



o 

J_0D 

■RS 



o 

CO 




m ® *. m m (mm) 



WO 02/33072 



PCT/JP01/09259 



3/4 9 



i 

IL 
> 



a, 
- o 
o 

UJ 




sum 



DC 
O. 

u 

UJ 



DC 
U 
0L 




'Hps 

pass 




8- 



3 

u. 



WO 02/33072 



PCT/JP01/09259 



05 



4/49 



pelB 



T7 yn^-z- A 



v (Gly4Ser)3 




FLAG 



WO 02/33072 



PCT/JP01/09259 



5/49 




WO 02/33072 



PCT/JP01/09259 



6/49 



H7 



: : ,y : 


. \ '. v>,:. :v.;' 

•■'Si**, - .- • • . Al > 




u :;J.iiV5jk'f , . , »pi2v. | ^ , .p»u., '.; »;'■>;»;-«*.. 
n i, s **f * 































?;■ 



66 



..•m£.'.& 



'3.: 



km*- 




mm 

^^^^^^ 4 ' 



H 



. 1 Marker^ * ^ . J - 




Sr'-:". 1 .-!.- 



WO 02/33072 



PCT/JP01/09259 




WO 02/33072 



PCT/JP01/09259 




WO 02/33072 



PCT/JP01/09259 





WO 02/33072 



PCT/JP01/09259 



mi 4 



10/49 



1 5 



990209.003 




10" 



10' 



. 1 1 1 1 1 1 1 i i 1 1 1 1 1 1 1 

10 2 10 3 
Annexin V-FITG 



' " "f „ 
10 4 



o - 

© 
■o 

I 
i ° J 

'■g 
"a. 
£ 



O . 



o 

o . 



990209.005 




A i . > 



10" 



"I — r i l i l IT| 

10 1 10 2 



I 1 1 I I I 



3.03% 



6.46% 



10^ 



Annexin V-FITC 



WO 02/33072 



PCT/JP01/09259 



1 6 



11/49 



117 



o 



m 
o 



■o 

I 

'•6 
'a. 
p 



o - 



o 
o 



1<£ 



990209.007 




1 6.46% 



23.36% 



10< 

Annaxin V-FITC 



10" 



CD 
O - 



0> 

S 

TO 

"5. 
S 
o. 



o - 



o 
o 



10 L 



990128.006 




2.01% 



7.20% 



10' 



10^ 

Annexin V-FITC 



i i ■ if i 

2 

io^- 



-I — TTTTTTf 



WO 02/33072 



PCT/JP01/09259 



12/49 

18 




Annexin V-FITC 



WO 02/33072 

m 1 9 



13/49 



PCT/JPO 1/09259 




WO 02/33072 



PCT/JP01/09259 




WO 02/33072 



PCT/JPO 1/09259 



15/49 



121 2 1 

MABL2-scFv0SDS-PAGE#flf 
<CHO> <E. coli> 




+2ME 



WO 02/33072 



PCT/JP01/092S9 



16/49 



m 2 2 



TSK gel G3000SW 

20 mM 0.15 M NaCI, pH 6.0 



CO 

Q 

CM 



cc cd 
QQ 

CM 
CO CO 



4 U 



V 



WO 02/33072 



PCT/JP01/09259 





D 
< 



in 
o 



o 
o 



WO 02/33072 



PCT/JPO 1/09259 



m 25 



19/49 



"4- 



CO 
O - 



10 

■g 
1 

,3 «- : 
■o 

I 
D. 



O 

o 



990819.004 




10° 



i i i i i i ii i 
10 1 



3.80% 



2.76% 



" 

Annexin V-FITC 



T— T T I M I I I I I I Tt 

10 3 



10" 



II 26 



990819.024 



rt 
o 



1 



□ »- 

is 

CL 

e 

D. 



o 
o 













% ' 20.09% 






"''''"t^fe, 










^^•■-•-"-'i-.-v: 











10" 



10' 



10' 

Annexin V-FITC 



10* 



10" 



WO 02/33072 



PCT/JP01/09259 



2 0/49 

HI 27 



990810.024 




Annexin V-l 



II 28 



o 

1 

Q. 
g 



i7 



990819.022 




2.14% 



2.65% 



'1 "2 
10 1 10" 

Annexin V-FITC 



10 



10 



WO 02/33072 



PCT/JP01/09259 



m 29 



21/49 



CO 
o - 



a 

'-a 
'a. 

e 

Q. 



990806.023 




1 1 — I F I I I If" 

10 



3.20% 



3.84% 



10 

Annexin V-FITC 



10" 



10^ 



[213 0' 



22/49 



w 
o 



CL 

8 
a. 



10" 



990925.033 



10 




3.67% 



7.00% 



10' 

Annexin V-FITC 



1 i i i hum 

' 2 10 3 



10" 



13 1 



"8 

D ■- 

t 



o 

»- r 



10" 



990925.036 




53.30% 



35.25% 



10 



10' 

Amexin V-FITC 



10* 



10" 



WO 02/33072 



PCT/JP01/09259 



3 2 



23/49 



KPMM2 i.v. SCID^T^® 

Jfil;f hIgG(C55(ti)MABL-2 (scFv) 0#J : 



PBS(-) 



scFv/CHOty?- 



scFv/CH0^7- 




2500 5000 7500 

JfH}i hlgG (M.g/mL) 



10000 



: p<0.01 



WO 02/33072 



PCT/JP01/09259 



3 3 



24/49 



KPMM2 i.v. SCID7^7.0 
^SICfeltSM ABL-2 (scFv) 



100 



75 



50 



25 



10 



i I 



20 30 40 



scFv/CHO ^7- ** 

scFv/CHO ^7- 
PBS(-) 



50 



; t&£lcJ;3,P<0.01 



WO 02/33072 



PCT/JP01/09259 



25/49 

134 




WO 02/33072 



PCT/JP01/09259 



26/49 

113 5 




WO 02/33072 PCT/JPO 1/09259 

27/49 

113 6 . 

<h l 9 4 -7<d v -£sbb?ij tT%; mm> 




'•- gtc teg agt l jyi3— gac gtc gtg ••• FLAG 

V S S D V V 











CF2HL-0/pCOSl 


0 


gtc teg agt 


gac gtc gtg 






V S S 


D V V 


CF2HL-3/pCOSl 


3 


gtc teg agt ggt ggt tec 


gac gtc gtg 






V S S G G S 


D V V 


CF2HL-4/pCOSl 


4 


gtc teg agt ggt ggt ggt tec 


gac gtc gtg 






V S S G G G S 


D V V 


CF2HL-5/ P COSl 


5 


gtc teg agt ggt ggt ggt ggt tec 


gac gtc gtg 






VSSGGGGS 


D V V 


CF2HL-6/pCOSl 


6 


gtc teg agt gt ggt ggt ggt ggt tec 


gac gtc gtg 






VSSGGGGGS 


D V V 


CF2HL-7/pCOSl 


7 


gtc teg agt ggt ggt ggt ggt ggt ggt tec 


gac gtc gtg 






VSSGGGGGGS 


D V V 



WO 02/33072 



PCT/JP01/09259 



28/49 

HI 3 7 



Pvu\ 




WO 02/33072 



PCT/JP01/09259 



29/49 



3 8 



gag ata aaa 
E I K 



cag gtc caa 
Q V Q 



FLAG 



CF2LH-0/pCOSl 


0 


gag ata aaa 


cag gtc caa 






E I K 


Q V Q 


CF2LH-3/pCOSl 


3 


gag ata aaa tec gga ggc 


cag gtc caa 






E IKS G G 


Q V Q 


CF2LH-4/pCOSl 


4 


gag ata aaa tec gga ggt ggc 


cag gtc caa 






E I K S G G G 


Q V Q 


CF2LH-5/pCOSl 


. 5 


gag ata aaa tec gga ggt ggt ggc 


cag gtc caa 






E IKSGGGG 


Q V Q 


CF2LH-6/pCOSl 


6 


gag ata aaa tec gga ggt ggt ggt ggc 


cag gtc caa 






E IKSGGGGG 


Q V Q 


CF2LH-7/pCOSl 


7 


gag ata aaa tec gga ggt ggt ggt ggt ggc 


cag gtc caa 






E IKSGGGGGG 


Q V Q 



WO 02/33072 



PCT/JP01/09259 



m 39 



30/49 



</></></) 

o o o 
o o o 

Q. Q. 



CO CO CO 

o o o 

o o o 

Q. 



www 

o o o 
o o o 

Q. Q. 



o o 
o o 
q. a 



co 
O 
o 

Q. 



> 
LL 




if 

. ..... ■; 




■ ■■:< ' .. -v:, . ■ : 



llllls 




sc(Fv)2 



scFv 



WO 02/33072 



PCT/JP01/09259 



31/49 



HI 4 0 a 



COS7 CM CF2HL-4/pCOS1 COS7 CM 




FITC 




WO 02/33072 



PCT/JP01/09259 



32/49 



04 0 b 



pCHOM2(Fv)» COS7 CM 




10° 10 1 



, . I'l Il ly 

10 2 10 3 10* 
FITC 



CF2LH-4/pCOS1 COS7 CM 




CF2LH-6/pCOS1 C0S7 CM 



8. 



CF2LH-0/pCOSl C0S7 CM 



•r i 




10° 10 1 10 2 10 3 10 4 
FITC 



CF2LH-3/pCOS1 COS7 CM 




i i niw 

10" 10' 10 J 10^ 
FITC 




r f" I I mi ll 

0 1 2 3 4 

10 U 10 1 10 ■ 10^ 10* 

FITC 



CF2LH-7/pCOS1 C0S7 CM 




. . -rtft — i i i iii i i — i i rmif I I 1 1 1 I II 
0 1 2 3 4 

10 u 10* 10* 10° 10 
FITC 



WO 02/33072 



PCT/JP01/09259 



33/49 




i«Mi i i |ipiii ■ i |iin i ■ ■ — jram i i — [ — [urn i i [in 1 1 i I pirn i i — 1 1 i i — | 

• 0l e m Z 0i A 01 0 0i ^ E 01 ? ° l ,l 0t o 01 

epi.pol uinipjdaid epipoilunpdojd 




f»wrTT-r t pn nn |'«rri I JIB* Pill J ^ |IBf V T I I JTWT r m pWTTI n pWf n T I ] 

^ot E ot 01 01 0 ot 01 fi (H Oi 01 Q 0l 

epipoitunpidcxid eppoixuni.pjdojd 



s 

o 

v> 
o 
o 



l l« un 









to 


evi 


00 


CO 






. V 






* 














tr o 



CO 

o 

LL 
CM > 

CD 

c 
c 

< 



.01 



.01 ? 0\ 
'epipo| 



ii>m 1 1 

01 



r o 



o 
- o 



* E |?unfp|dohd ° 



Ot 




>0l E oi 01 01 O oi 
ap|po| uinlpjdoJd 



WO 02/33072 



PCT/JP01/09259 



33/1/49 



[214 1 b 

CF2HL-4/pCOS1 COS7 CM 




I imi| I r*» in if — i I 1 1 ■ in | 

10 1 10 2 10" 
Annexin V-FITC 



d) O • 

T3 *~ 



3 



CF2LH-4/pCOS1 COS7 CM 





>. v. • _ ti 25.67% 




. 38.89% 



Q. 

Q. O 



10 U 10 1 



10* 10° 10 
Annexin V-FITC 



CF2HL-6/pCOS1 C0S7 CM 



CF2LH-6/pCOS1 COS7 CM 



"6- 

Q. O 



O 

o 





* « % t • • 

V. ■* '. .' 24.95% 


T^? 


XHMraV * 



10 u 10' 1(T 10° 1<f 
Annexin V-FITC 



"8 



I 2 

0L O 



O 
O 



■ 

■ 

• * . 


,, :*V. ! ' ' 27.74% 

■» * « * • 




m : , '• ' 34.46% 



10 u 10' 10' 10° 10 
Annexin V-FITC 



CF2HL-7/pCOS1 C0S7 CM 



CF2LH-7/pCOS1 COS7 CM 



at o 
X3 — 



'o. 

o_ o 



o 
o 





25.64% 




X' . '■ •' 30.31% 



10 u 10' 10* 10 J 10^ 
Annexin V-FITC 



CO 



■a 
o 



■g 

a. o-j 



• 

• • > ■ 


. • • • * 
• • • • 

• ■ . - * 

* • t * *« 

. : 25.97% 

•.V»'-.' 

1 , ; ; 


••V 
.• *t ' 


. "": 35.05% 

1$^ •-'*■*•' 



10 u 10' 10- 10° 10 
Annexin V-FITC 



WO 02/33072 



PCT/JP01/09259 



34/49 



142 




WO 02/33072 



PCT/JP01/09259 



35/49 



4 3 



100 



(A) hlAP/L1210*ffll& 




100 



m-SUti. (nM) 



(B) CCRF-CEM mfo 



100 




1 10 

m-gUtt. (nM) 



100 



Stfii mlgG 
Intact MABL-2 
-A — MABL2-scFv <HL-5> 



-o— MABL2-sc(Fv) 2 



WO 02/33072 



PCT/JP01/09259 



4 4 



36/49 




2500 5000 7500 

Serum M protein (ug/mL) 



10000 



WO 02/33072 



PCT/JP01/09259 



37/49 



HI4 5 



100 



% 



75 - 



& 50 



25 




HL-5 10mg/kg* 
HL-5 1mg/kg 
HL-5 0.1mg/kg 
Vehicle 



20 



40 



60 



80 



100 



WO 02/33072 



PCT/JP01/09259 



38/49 



146 



100 



75 



50 



25 



20 



I 
■ 

I 



i 



sc(Fv)2 10mg/kg * 
sc(Fv)2 1mg/kg 
sc(Fv)2 0.1mg/kg 
Vehicle 



i : I j I 



40 



60 



WO 02/33072 



PCT/JP01/09259 




WO 02/33072 



PCT/JPO 1/09259 



40/49 



El 4 8 



s c 1 2 B 5 



290 142 67 32 12.4 
T T T T T 



mAU 



1000 



A 



0.0 



5.0 



10.0 



Jd 



15.0 



20.0 ml 



WO 02/33072 



PCT/JP01/09259 



41/49 

HI 4 9 




M : »?i7-A- 
1 :sc12B5 pj#A 
2:sc12B5 ®#B 



WO 02/33072 



PCT/JP01/09259 



42/49 



H5 0 



290 142 67 32 12.4 kD 
(s) sc 12B5tMA I I I I I 




(b) sc12B5 tM B 




0 O.o 1.0 1.5 2.0 ml 



WO 02/33072 



PCT/JP01/09259 



43/49 



05 1 



1.2 



E 
c 

o 

CM 

9 0.8 

E 
c 

o 
m 

< 

S$ 0.4 



•hTpo 
12B5 IgG 
12B5 Fab 
sc12B5 




0 

0.0001 0.001 0.01 0.1 1 

mm (nM) 



10 



100 



M5 2 



1.5 



E 
c 

| 1.0 

E 
c 

o 
m 

< 



0.5 - 



■hTpo 

-sclZBS^E/-?- 
■sc12B5^V7 




Q Q I i ' i i i_i """ i i i nun ■ ■ ■ i ' ■ •■«■■' ■ i ■ ■> ■ ■ 



0.00001 0.0001 0.001 0.01 0.1 1 10 100 1000 

iilJg(nM) 



WO 02/33072 



PCT/JP01/09259 



44/49 



J 



< 



o 



o 

o 



o 
o 

<N 



O 
O 



o 
o 



00 
LD 



5 

S 



o 
o 
m 



o 
o 
o 



o 
o 
l/-> 



(™ 0 83)If9£5[| 



WO 02/33072 



PCT/JP01/09259 



45/49 



U 




o 
o 



o 



<R 



in 



o 

o 
cs 



o 
© 



o 
o 



o 
o 



o 
o 
o 



o 
o 



in 



WO 02/33072 



PCT/JP01/09259 



HI 5 5 



46/49 



116 kD — 
97kD — 

66 kD — 
45 kD — 

31 kD — 

21 kD _ 
14 kD — 



[ &7t$mm ] 

M 1 2 3 4 



its 



Vv: 



[ S5t£iJ«fln ] 

M l 2 3 4 



t£>M ?f*8$ 



$8? 



Hi 





M. 






1. 


scl2E10®^ s A 




2. 


scl2E10li^B 




3. 


dbl2E10 M^C 




4. 


dbl2E10il^ s D 



WO 02/33072 



PCT/JP01/09259 



47/49 



5 6 



sc3 fc°— <7A 



sc3 tf— <7B 



o 

00 
CM 



o 

00 
CsJ 



mAU 
5.0 

4.0 

3.0 

2.0 

1.0 

0.0 

-1.0 



0.67 

A 



0.0 



mAU 

60.0 
40.0 
20.0 
0.0 



0.0 



(scl2E10) 



42kD 

37.17 
A 



10.0 



20.0 



30.0 



jv 



10.0 



20.0 



30.0 



\ 



40.0 



nun 



20kD 

41.24 



v.. 



40.0 



nun 



WO 02/33072 



PCT/JP01/09259 



05 7 



48/49 



db3 tf — -27 C 



db3 tf — £ D 



S 
c 

o 
oo 

3 



(dbl2E10 ) 



mAU 
80 
60 
40 
20 
0 



0.0 



mAU 



10.0 



20.0 



69 kD 



J I 



30.0 



40.0 



41kD 



nun 



o 

CO 



30.0 
20.0 
10.0 

0.0 



0.0 



10.0 



20.0 



i 



30.0 



40.0 



nun 



WO 02/33072 



PCT/JP01/09259 



49/49 



1215 8 



1 r 




0.00001 0.0001 0.001 0.01 0.1 1 10 

;1i (nM) 



m 5 9 



1.5 r 




(nM) 



WO 02/33072 



PCT/JP01/09259 



1/74 

SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Small remodeling agonist antibody against TPO 

<130> FP1033 

<141> 2001-10-22 

<150> JP2000-321821 

<151> 2000-10-20 

<150> PCT/JP0 1/03288 

<151> 2001-04-17 

<150> JP2001-277314 

<151> 2001-09-12 

<160> 113 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 

<210> 2 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 

<211> 28 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 

<210> 5 
<211> 394 
<212> DNA 
<213> Mus 
<220> 
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<221> CDS 

<222> (1)... (393) 

<223> pGEM-MIL 1-57; signal peptide, 58-394; mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct gcg 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Ala 

1 5 10 15 

tec age agt gat gtt gtg atg acc caa act cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val 

20 25 30 

agt ctt gga gat caa gee tec ate tct tgc aga tct agt cag age ctt 144 
Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta cag aag cca 192 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga ttt tct 240 
Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea ggg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr 

85 90 95 

etc aag ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Lys lie Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 U0 

tct caa agt aca cat gtt ccg tac acg tec gga ggg ggg acc aag ctg 384 
Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly Gly Thr Lys Leu 
115 120 125 
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gaa ata aaa c 394 
Glu lie Lys 
130 

<210> 6 

<211> 409 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (408) 

<223> pGEM-MlH. 1-57; signal peptide, 58-409; mature peptide 
<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

1 5 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gac ctg gta aag 96 
Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 
Glu Trp He Gly Tyr Tie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 
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gag aag ttc aag ggc aag gcc aca ctg act tea gag aaa tec tec age 288 

Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys Ser Ser Ser 

85 90 95 

gca gcc tac atg gag etc age age ctg gcc tct gag gac tct gcg gtc 336 

Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tac tac tgt gca aga ggg ggt tac tat agt tac gac gac tgg ggc caa 384 

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea g 409 

Gly Thr Thr Leu Thr Val Ser Ser 

130 135 

<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (393) 

<223> pGEM-M2L. 1-57; signal peptide, 58-394; mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro Gly 

15 10 15 

tec age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val 
20 25 30 
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agt ctt gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt 144 
Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag cca 192 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct 240 
Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

.85 90 95 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 110 

tct eaa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc aag ctg 384 
Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu 

115 120 125 

gaa ata aaa c 394 
Glu He Lys 
130 

<210> 8 
<211> 409 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 
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<222> (1)... (408) 

<223> pGEM-M2H. l-57;signal peptide, 58-409;mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 

Met Glu Trp Ser Trp lie Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

1 5 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 

Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 

Ala Asn His Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 

Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 

65 70 75 80 

gag aag ttc aag gac aag gec act ctg act tea gac aaa tec tec acc 288 

Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gee tac atg gac etc age age ctg gec tct gag gac tct gcg gtc 336 

Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea g 409 
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Gly Thr Thr Leu Thr Val Ser Ser 
130 135 



<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

'<223> PCR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 

<210> 11 

<211> 34 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 11 
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cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 

<211> 30 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 

<210> 14 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 
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<210> 15 
<2U> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 

<210> 17 

<2U> 27 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 
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<210> 18 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

5 10 15 

<210> 20 

<211> 828 

<212> DM 

<213> Mus 

<220> 

<221> CDS 

<222> (1).. . (822) 

<223> pscMl. MABLl-scFv 
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<400> 20 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc get 48 

Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

1 5 10 15 

gee caa cca gee atg gcg cag gtc cag ctg cag cag tct gga. cct gac 96 

Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Asp 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 

Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg 192 

Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 

Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr 

65 70 75 80 

aag tac aat gag aag ttc aag ggc aag gec aca ctg act tea gag aaa 288 

Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys 

85 90 95 

tec tec age gca gec tac atg gag etc age age ctg gec tct gag gac 336 

Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 110 

tct gcg gtc tac tac tgt gca aga ggg ggt tac tat agt tac gac gac 384 

Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp 

115 120 125 

tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg 432 

Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 
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ggt ggt ggt ggt teg ggt 

Gly Gly Gly Gly Ser Gly 

145 150 

act cca etc tec ctg cct 

Thr Pro Leu Ser Leu Pro 
165 

tgc aga tct agt cag age 

Cys Arg Ser Ser Gin Ser 
180 

caa tgg tac eta cag aag 

Gin Trp Tyr Leu Gin Lys 
195 

aaa gtt tec aac cga ttt 

Lys Val Ser Asn Arg Phe 
210 

gga tea ggg aca gat ttc 

Gly Ser Gly Thr Asp Phe 

225 230 

gat ctg gga gtt tat ttc 

Asp Leu Gly Val Tyr Phe 
245 

tec gga ggg ggg acc aag 

Ser Gly Gly Gly Thr Lys 
260 

gat aaa taatga 
Asp Lys 
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ggt ggc gga teg gat gtt 
Gly Gly Gly Ser Asp Val 
155 

gtc agt ctt gga gat caa 
Val Ser Leu Gly Asp Gin 
170 

ctt eta cac agt aaa gga 
Leu Leu His Ser Lys Gly 
185 

cca ggc cag tct cca aag 
Pro Gly Gin Ser Pro Lys 
200 

tct ggg gtc cca gac agg 
Ser Gly Val Pro Asp Arg 
215 220 
aca etc aag ate age aga 
Thr Leu Lys He Ser Arg 
235 

tgc tct caa agt aca cat 
Cys Ser Gin Ser Thr His 
250 

ctg gaa ata aaa gac tac 
Leu Glu He Lys Asp Tyr 
265 



PCT/JP01/09259 

gtg atg acc caa 480 
Val Met Thr Gin 
160 

gee tec ate tct 528 
Ala Ser lie Ser 
175 

aac acc tat tta 576 
Asn Thr Tyr Leu 
190 

etc ctg ate tac 624 
Leu Leu lie Tyr 
205 

ttc agt ggc agt 672 
Phe Ser Gly Ser 

gtg gag get gag 720 
Val Glu Ala Glu 
240 

gtt ccg tac acg 768 
Val Pro Tyr Thr 
255 

aaa gac gat gac 816 
Lys Asp Asp Asp 
270 

828 



<210> 21 
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<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 21 

acgcgtcgac tcccaggtcc agctgcagca g 31 

<210> 22 

<211> 18 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 22 

gaaggtgtat ccagaagc 18 

<210> 23 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (813) 

<223> pCHOMl. MABLl-scFv 

<400> 23 

atg gga-tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He lie Leu Phe Leu Val Ala Thr Ala Thr Gly" 
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1 5 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gac ctg gta aag 96 

Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 .40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 

Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 

Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 

65 70 75 80 

gag aag ttc aag ggc aag gec aca ctg act tea gag aaa tec tec age 288 

Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys Ser Ser Ser 

85 90 95 

gca gee tac atg gag etc age age ctg gec tct gag gac tct gcg gtc 336 

Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tac tac tgt gca aga ggg ggt tac tat agt tac gac gac tgg ggc caa 384 

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 

Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

1.30 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa act cca etc 480 

Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu 

145 150 155 160 
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tec ctg cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 576 
Ser Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

180 185 190 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea ggg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly 

210 215 220 

aca gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly 
225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga ggg 768 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat aaa taa 816 
Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

260 265 270 

tga 819 



<210> 24 
<211> 828 
<212> DNA 
<213> Mus 
<220> 
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<22L> CDS 
<222> (1). .. (822) 
<223> pscM2. MABL2-scFv 
<400> 24 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc get 48 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

1 5 10 15 

gee caa cca gee atg gcg cag gtc cag etg cag cag tct gga cct gaa 96 
Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Glu 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca ggg 192 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 
Gin Gly Leu Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr 
65 70 75 80 

aag tat aat gag aag ttc aag gac aag gee act ctg act tea gac aaa 288 
Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

85 90 95 

tec tec acc aca gec tac atg gac etc age age ctg gee tct gag gac 336 
Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 110 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac 384 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp 
115 120 125 
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tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg 432 
Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa 480 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin 
145 150 155 160 

agt cca etc tec ctg cct gtc agt ctt gga gat caa gee tec ate tct 528 
Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser 

165 170 175 

tgc aga tea agt cag age ctt gtg cac agt aat gga aag acc tat tta 576 
Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

180 185 190 

cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac 624 
His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr 

195 200 205 

aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt 672 
Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser 

210 215 220 

gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 720 
Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 
225 230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 768 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

245 250 255 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac 816 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp 

260 265 270 

gat aaa taatga 828 
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Asp Lys 

<210> 25 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He lie Leu Phe Leu Val Ala Thr Ala Thr Gly 

1 5 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 
Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gee act ctg act tea gac aaa tec tec acc 288 
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 



WO 02/33072 



20/74 



PCT/JPO 1/09259 



aca gcc 
Thr Ala 

tat tac 
Tyr Tyr 

ggc acc 

Gly Thr 
130 

ggt teg 

Gly Ser 
145 

tec ctg 

Ser Leu 

agt cag 
Ser Gin 

ctg cag 
Leu Gin 

aac cga 
Asn Arg 
210 
aca gat 
Thr Asp 
225 



85 

tac atg gac etc 
Tyr Met Asp Leu 
100 

tgt gca aga ggg 
Cys Ala Arg Gly 
115 

act etc aca gtc 
Thr Leu Thr Val 



ggt ggt 
Gly Gly 

cct gtc 
Pro Val 

age ctt 
Ser Leu 
180 
aag cca 
Lys Pro 
195 

ttt tct 
Phe Ser 



ggc gga 
Gly Gly 
150 
agt ctt 
Ser Leu 
165 

gtg cac 
Val His 

ggc cag 
Gly Gin 

ggg gtc 
Gly Val 



ttc aca etc atg 
Phe Thr Leu Met 
230 



age age ctg 
Ser Ser Leu 
105 

ggt tac tat 
Gly Tyr Tyr 

120 
tec tea ggt 
Ser Ser Gly 
135 

teg gat gtt 
Ser Asp Val 

gga gat caa 
Gly Asp Gin 

agt aat gga 
Ser Asn Gly 
185 

tct cca aaa 
Ser Pro Lys 

200 
cca gac agg 
Pro Asp Arg 
215 

ate age aga 
lie Ser Arg 



90 
gcc tct 
Ala Ser 

act tac 
Thr Tyr 

ggt ggt 
Gly Gly 

gtg atg 
Val Met 
155 
gcc tec 
Ala Ser 
170 

aag acc 
Lys Thr 

etc ctg 
Leu Leu 

ttc agt 
Phe Ser 

gtg gag 
Val Glu 
235 



gag gac 
Glu Asp 

gac gac 
Asp Asp 
125 
ggt teg 
Gly Ser 
140 

acc caa 
Thr Gin 

ate tct 
lie Ser 

tat tta 
Tyr Leu 

ate tac 
He Tyr 
205 
ggc agt 
Gly Ser 
220 

get gag 
Ala Glu 



95 

tct gcg gtc 336 
Ser Ala Val 
110 

tgg ggc caa 384 
Trp Gly Gin 

ggt ggt ggt 432 
Gly Gly Gly 

agt cca etc 480 
Ser Pro Leu 
160 

tgc aga tea 528 
Cys Arg Ser 
175 

cat tgg tac 576 
His Trp Tyr 
190 

aaa gtt tec 624 
Lys Val Ser 

gga tea gtg 672 
Gly Ser Val 

gat ctg gga 720 
Asp Leu Gly 
240 
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gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg 768 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat aaa taa 816 
Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

260 265 270 

tga 819 

<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (450) 

<223> pCHO-shlAP. Soluble human IAP 
<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc gga 48 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys Gly 

15 10 15 

tea get cag eta eta ttt aat aaa aca aaa tct gta gaa ttc acg ttt 96 
Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe Thr Phe 

20 25 30 

tgt aat gac act gtc gtc att cca tgc ttt gtt act aat atg gag gca 144 
Cys Asn Asp Thr Val Val He Pro Cys Phe Val Thr Asn Met Glu Ala 

35 40 45 

caa aac act act gaa gta tac gta aag tgg aaa ttt aaa gga aga gat 192 
Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe Lys Gly Arg Asp 
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50 55 60 

att tac acc ttt gat gga get eta aac aag tec act gtc ccc act gac 240 

lie Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser Thr Val Pro Thr Asp 

65 70 75 80 

ttt agt agt gca aaa att gaa gtc tea caa tta eta aaa gga gat gee 288 

Phe Ser Ser Ala Lys He Glu Val Ser Gin Leu Leu Lys Gly Asp Ala 

85 90 95 

tct ttg aag atg gat aag agt gat get gtc tea cac aca gga aac tac 336 

Ser Leu Lys Met Asp Lys Ser Asp Ala Val Ser His Thr Gly Asn Tyr 

100 105 110 

act tgt gaa gta aca gaa tta acc aga gaa ggt gaa acg ate ate gag 384 

Thr Cys Glu Val Thr Glu Leu Thr Arg Glu Gly Glu Thr He He Glu 

115 120 125 

eta aaa tat cgt gtt gtt tea tgg ttt tct cca aat gaa aat gac tac 432 

Leu Lys Tyr Arg Val Val Ser Trp Phe Ser Pro Asn Glu Asn Asp Tyr 

130 135 140 

aag gac gac gat gac aag tgatag 456 

Lys Asp Asp Asp Asp Lys 

145 150 

<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 27 

ggaattccat atgcaagtgc aacttcaaca gtctggacct gaactg 46 
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<210> 28 
<2U> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 

<210> 29 

<2U> 741 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (735) 

<223> pscM2DEm02. MABL2-scFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct ggg 48 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

1 5 10 15 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac 96 
Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn 

20 25 30 

cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg 144 
His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp 
35 40 45 
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att gga tat att tat cct tac aat gat ggt act aag tat aat gag aag 192 
lie Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys 

50 55 60 

ttc aag gac aag gcc act ctg act tea gac aaa tec tec ace aca gcc 240 
Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 
65 70 75 80 

tac atg gac etc age age ctg gee tct gag gac tct gcg gtc tat tac 288 
Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr 

85 90 95 

tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa ggc acc 336 
Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr 

100 . 105 110 

act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg 384 
Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

115 120 125 

ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc tec ctg 432 
Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

130 135 140 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea agt cag 480 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin 
145 150 155 160 

age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag 528 
Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin 

165 170 175 

aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 576 
Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

180 185 190 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat 624 
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Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp 

195 200 205 

ttc aca etc atg ate age aga gtg gag get gag gat ctg gga gtt tat 672 
Phe Thr Leu Met lie Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr 

210 215 220 

ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc 720 
Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 
225 230 235 240 

aag ctg gaa ata aaa taatga 741 
Lys Leu Glu He Lys 
245 



<210> 30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 30 

cagacagtgg ttcaaagt 18 

<210> 31 
<211> 72 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 31 
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cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 

<210> 32 
<211> 1605 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 

<222> (1). . . (1599) 

<223> pCH0M2(Fv)2. MABL2-sc (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly 

1 5 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 
Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gee act ctg act tea gac aaa tec tee acc 288 
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Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gcc tac atg gac etc age age ctg gee tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc ace act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg ace caa agt cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576 
Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 

210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 
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225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg 768 

Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt. ggt ggt 816 

Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly Gly Gly 

260 265 270 

teg ggt ggt ggc gga teg gtc gac tec cag gtc cag ctg cag cag tct 864 

Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu Gin Gin Ser 

275 280 285 

gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 912 

Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

290 295 300 

get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 960 

Ala Ser Gly Tyr Thr Phe Ala Asn His Val lie His Trp Val Lys Gin 

305 310 315 320 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat 1008 

Lys Pro Gly Gin Gly Leu Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn 

325 330 335 

gat ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 1056 

Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

340 345 350 

tea gac aaa tec tec acc aca gec tac atg gac etc age age ctg gec 1104 

Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala 

355 360 365 

tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act 1152 

Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr 

370 375 380 
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tac gac gac tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt 1200 

Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly 

385 390 395 400 

ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg 1248 

Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val 

405 410 415 

atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat caa gec 1296 

Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala 

420 425 430 

tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga aag 1344 

Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys 

435 440 445 

acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 1392 

Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

450 455 460 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc 1440 

Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe 

465 470 475 480 

agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 1488 

Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val 

485 490 495 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt 1536 

Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val 

500 505 510 

ccg tac acg ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa 1584 

Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys 

515 520 525 

gac gat gac gat aaa taatga 1605 
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Asp Asp Asp Asp Lys 
530 

<210> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 33 

tgaggaattc ccaccatggg atg 33 

<210> 34 
<2U> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 35 
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agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 36 

gactggatcc tcattattta tcgtcatcgt c 31 

<210> 37 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 38 

gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 
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<210> 39 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 
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<210> 42 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 



<210> 45 
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<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 



<210> 47 
<2U> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 

<210> 48 
<211> 780 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)...'(768) 

<223> CF2HL-0/pCOSL MABL2-scFv<HL-0> 
<400> 48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys lie lie Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 

35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gec act ctg act tea gac aaa tec tec acc aca gec tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age ctg gec tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 
105 110 115 
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tac tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc teg agt 408 

Tyr Tyr Thr. Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 

120 125 130 135 

gac gtc gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 459 

Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga 510 

Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 

155 160 165 170 

aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 561 

Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

175 180 185 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt 612 

Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser 

190 195 200 

ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get 663 

Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val Glu Ala 

205 210 215 220 

gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 714 

Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

225 230 235 

ttc gga ggg ggg acc aag ctg gaa ata aaa; gac tac aaa gac gat gac gat 765 

Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 

240 245 250 255 

aaa taa tga gga tec 780 
Lys 



<210> 49 
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<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 



<210> 52 
<211> 54 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 

<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp lie Pro Gly Ser 

5 10 15 
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age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
Ser Ser Asp. Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 
Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

35 40 45 50 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 110 115 

tac acg ttc gga ggg ggg acc aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 

140 145 150 

aag get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
155 160 165 170 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
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Lys Pro Gly Gin Gly Leu Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec ace aca gcc tac atg gac etc age age ctg gcc tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc ace act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 

<211> 351 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (351) 

<223> 12B5HV. 1-351 peptide 

<400> 55 

cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg 4.8 
Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly 
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1 5 
tec ctg agt etc tec tgt gca 
Ser Leu Ser Leu Ser Cys Ala 
20 

ggc atg cac tgg gtc cgc cag 
Gly Met His Trp Val Arg Gin 
35 

gca ggt ata tec ttt gac gga 
Ala Gly He Ser Phe Asp Gly 
50 55 
cag ggc cga ttc acc ate tec 
Gin Gly Arg Phe Thr He Ser 

65 70 
ctg caa atg aac age ctg aga 
Leu Gin Met Asn Ser Leu Arg 
85 

gcg aga gga gca cat tat ggt 
Ala Arg Gly Ala His Tyr Gly 
100 

gtc acc gtc teg agt 
Val Thr Val Ser Ser 
115 

<210> 56 
<2U> 57 
<212> DNA 
<213> Human 
<220> 
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10 15 
gtc tct gga ate acc etc agg acc tac 96 
Val Ser Gly He Thr Leu Arg Thr Tyr 

25 30 
get cca ggc aag ggg ctg gag tgg gtg 144 
Ala Pro Gly Lys Gly Leu Glu Trp Val 

40 45 
aga agt gaa tac tat gca gac tec gtg 192 
Arg Ser Glu Tyr Tyr Ala Asp Ser Val 
60 

aga gac agt tec aag aac acc ctg tat 240 
Arg Asp Ser Ser Lys Asn Thr Leu Tyr 
75 80 
gee gag gac acg get gtg tat tac tgt 288 
Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

90 95 
ttc gat ate tgg ggc caa ggg aca atg 336 
Phe Asp lie Trp Gly Gin Gly Thr Met 
105 110 

351 



WO 02/33072 



42/74. 



PCT/JP01/09259 



<221> CDS 
<222> (1). . . (57) 
<223> reader sequence 
<400> 56 

atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga ggt 48 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly 

5 10 15 

gtc cag tgt 57 
Val Gin Cys 



<210> 57 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-1 
<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtccggcccg gggggtccct gagtc 115 

<210> 58 

<211> 115 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223>. 12B5VH-2 

<400> 58 
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aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 

ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<211> 108 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 
cgcacagtaa tacacagccg tgtcctcggc tctcaggctg ttcatttg 108 

<210> 61 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> 12B5VH-S, PCR primer 
<400> 61 

ttcaagcttc caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-A, PCR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga ccat 34 



<210> 63 
<211> 588 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (236). . . (558) 

<223> 1-235 ;intron, 236-558; Human IgG constant region (partial) 
<400> 63 

gaattcgtga gtggatccca agctagcttt ctggggcagg ccaggcctga ccttggcttt 60 
ggggcaggga gggggctaag gtgaggcagg tggcgccagc caggtgcaca cccaatgccc 120 
atgagcccag acactggacg ctgaacctcg cggacagtta agaacccagg ggcctctgcg 180 
ccctgggccc agctctgtcc cacaccgcgg tcacatggca caacctctct tgca gcc 237 

Ala 
1 
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tec acc aag ggc cca teg gtc ttc ccc ctg gca ccc tec tec aag age 285 
Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala Pro Ser Ser Lys Ser 

5 10 15 

acc tct ggg ggc aca gcg gee ctg ggc tgc ctg gtc aag gac tac ttc 333 
Thr Ser Gly Gly Thr Ala Ala Leu Gly Cys Leu Val Lys Asp Tyr Phe 

20 25 30 

ccc gaa ccg gtg acg gtg teg tgg aac tea ggc gee ctg acc age ggc 381 
Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly Ala Leu Thr Ser Gly 

35 40 45 

gtg cac acc ttc ccg get gtc eta cag tec tea gga etc tac tec etc 429 
Val His Thr Phe Pro Ala Val Leu Gin Ser Ser Gly Leu Tyr Ser Leu 
50 55 60 65 

age age gtg gtg acc gtg ccc tec age age ttg ggc acc cag acc tac 477 
Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu Gly Thr Gin Thr Tyr 

70 75 80 

ate tgc aac gtg aat cac aag ccc age aac acc aag gtg gac aag aaa 525 
lie Cys Asn Val Asn His Lys Pro Ser Asn Thr Lys Val Asp Lys Lys 

85 90 95 

gtt gag ccc aaa tct tgt gac aaa act cac aca 558 
Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr 
100 105 

<210> 64 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> G1CH1-S, PCR primer 
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<400> 64 

tgagaattcg tgagtggatc ccaagct 27 

<210> 65 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> G1CH1-A, PCR primer 
<400> 65 

aaaagatctt tatcatgtgt gagttttgtc acaagatttg ggctcaactt tcttgtccac 60 

<210> 66 
<211> 432 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (12)... (419) 

<223> HEF-12B5H-g gamma. 12-419 peptide 
<400> 66 

aagcttccae c atg gag ttt ggg ctg age tgg gtt ttc ctc.gtt get ctt 50 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc 98 
Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 

15 20 25 

ttg gtc egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga 146 



WO 02/33072 



47/74 



PCT/JP01/09259 



Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 
30 35 40 45 

ate acc etc agg acc tac ggc atg cac tgg gtc cgc cag get cca ggc 194 
lie Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 
Lys Gly Leu Glu Trp Val Ala Gly lie Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 
Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser 

80 85 90 

tec aag aac acc ctg tat ctg caa atg aac age ctg aga gee gag gac 338 
Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate 386 
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp He 
110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggtgagtgga tec 432 
Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser 
130 135 

<210> 67 

<211> 321 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (321) 
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<223> 12B5LV. 1-321 peptide 
<400> 67 

gac ate cag atg acc cag tct cct tec acc ctg tct gca tct att gga .48 
Asp lie Gin Met Thr Gin Ser Pro Ser.Thr Leu Ser Ala Ser He Gly 

1 5 10 15 

gac aga gtc acc ate acc tgc egg gee age gag ggt att tat cac tgg 96 
Asp Arg Val Thr He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp 

20 25 30 

ttg gec tgg tat cag cag aag cca ggg aaa gec cct aaa etc ctg ate 144 
Leu Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu lie 

35 40 45 

tat aag gec tct agt tta gec agt ggg gec cca tea agg ttc age ggc 192 
Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly 

50 55 60 

agt gga tct ggg aca gat ttc act etc acc ate age age ctg cag cct 240 
Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He Ser Ser Leu Gin Pro 
65 70 75 80 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat ccg etc 288 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu 

85 90 95 

act ttc ggc gga ggg acc aag ctg gag ate aaa 321 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
100 105 

<210> 68 
<211> 66 
<212> DNA 
<213> Human 
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<220> 

<221> CDS 

<222> (1)... (66) 

<223> reader sequence 

<400> 68 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg 48 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp 

5 10 15 

etc cca ggt gcc aaa tgt 66 
Leu Pro Gly Ala Lys Cys 
20 

<210> 69 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-1 
<400> 69 

atggacatga gggtccccgc tcagctcctg gggctcctgc tgctctggct cecaggtgcc 60 
aaatgtgaca tccagatgac ccagtctcct tccaccctgt ctgeatctat 110 

<210> 70 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-2 
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<400> 70 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 71 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-3 
<400> 71 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 

<210> 72 
<211> 103 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-4 
<400> 72 

tttgatctcc agcttggtcc ctccgccgaa agtgagcgga taattactat attgttggca 60 
gtaataagtt gcaaaatcat caggctgcag gctgctgatg gtg 103 

<210> 73 

<211> 32 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> 12B5VL-S, PCR primer 
<400> 73 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 74 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PCR primer 
<400> 74 

tctaggatcc actcacgttt gatctccagc ttggt 35 

<210> 75 
<211> 415 
<212> DNA 
<213> Human 
<220> 
<221> CDS 
<222> (12). . . (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 75 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg 
Met Asp Met Arg Val Pro Ala Gin Leu Leu Gly Leu Leu 
15 10 
ctg etc tgg etc cca ggt gec aaa tgt gac ate cag atg acc cag tot 
Leu Leu Trp Leu Pro Gly Ala Lys Cys Asp He Gin Met Thr Gin Ser 



50 



98 
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15 20 25 

cct tec acc ctg tct gca tct att gga gac aga gtc acc ate acc tgc 146 
Pro Ser Thr Leu Ser Ala Ser He Gly Asp Arg Val Thr lie Thr Cys 
30 35 40 45 

egg gee age gag ggt att tat cac tgg ttg gee tgg tat cag cag aag 194 
Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys 

50 55 60 

cca ggg aaa gec cct aaa etc ctg ate tat aag gec tct agt tta gec 242 
Pro Gly Lys Ala Pro Lys Leu Leu lie Tyr Lys Ala Ser Ser Leu Ala 

65 70 75 

agt ggg gee cca tea agg ttc age ggc agt gga tct ggg aca gat ttc 290 
Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe 

80 85 90 

act etc acc ate age age ctg cag cct gat gat ttt gca act tat tac 338 
Thr Leu Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr 

95 100 105 

tgc caa caa tat agt aat tat ccg etc act ttc ggc gga ggg acc aag 386 
Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys 
HO 115 120 125 

ctg gag ate aaa cgtgagtgga tcctaga 415 
Leu Glu He Lys 

<210> 76 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> FLAG tag sequence 
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<400> 76 

gac tac aag gat gac gac gat aag 24 
Asp Tyr Lys Asp Asp Asp Asp Lys 

5 

<210> 77 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5-S, PCR primer 
<400> 77 

atagaattcc accatggagt ttgggctgag c 31 

<210> 78 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVHJ3, PCR primer 
<400> 78 

tgaagagacg gtgaccattg tccc 24 

<210> 79 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> RhuJH3, PCR primer 
<400> 79 

ggacaatggt caccgtctct tcaggtgg 28 

<210> 80 

<211> 32 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> RhuVKl, PCR primer 

<400> 80 

ggagactggg tcatctggat gtccgatccg cc 32 

<210> 81 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVKl. 2, PCR primer 
<400> 81 

gacatccaga tgacccagtc tec 23 

<210> 82 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5F-A, PCR primer 
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<400> 82 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctttgatctc cagcttggt 59 

<210> 83 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 83 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

5 10 15 

<210> 84 
<211> 823 
<212> DNA 
<213> Human 
<220> 
<221> CDS 
<222> (12)... (809) 
<223> scl2B5, Single chain Fv 
<400> 84 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc 
Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 



50 



98 
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15 

ttg gtc egg 
Leu Val Arg 
30 

ate acc etc 
He Thr Leu 

aag ggg ctg 
Lys Gly Leu 

tac tat gca 
Tyr Tyr Ala 
80 

tec aag aac 
Ser Lys Asn 
95 

acg get gtg 
Thr Ala Val 
110 

tgg ggc caa 
Trp Gly Gin 

ggt ggt ggt 
Gly Gly Gly 

tct cct tec 
Ser Pro Ser 
160 



ccc ggg 
Pro Gly 

agg acc 
Arg Thr 
50 

gag tgg 
Glu Trp 

65 
gac tec 
Asp Ser 

acc ctg 
Thr Leu 

tat tac 
Tyr Tyr 

ggg aca 
Gly Thr 
130 
ggt teg 
Gly Ser 
145 

acc ctg 
Thr Leu 



20 

ggg tec 
Gly Ser 

35 
tac ggc 
Tyr Gly 

gtg gca 
Val Ala 

gtg cag 
Val Gin 

tat ctg 
Tyr Leu 
100 
tgt gcg 
Cys Ala 
115 

atg gtc 
Met Val 

ggt ggt 
Gly Gly 

tct gca 
Ser Ala 



ctg agt 
Leu Ser 

atg cac 
Met His 

ggt ata 
Gly He 
70 

ggc cga 
Gly Arg 

85 
caa atg 
Gin Met 

aga gga 
Arg Gly 

acc gtc 
Thr Val 

ggc gga 
Gly Gly 
150 
tct att 
Ser lie 
165 



25 

etc tec tgt 
Leu Ser Cys 
40 

tgg gtc cgc 
Trp Val Arg 
55 

tec ttt gac 
Ser Phe Asp 

ttc acc ate 
Phe Thr He 

aac age ctg 
Asn Ser Leu 
105 

gca cat tat 
Ala His Tyr 

120 
teg agt ggt 
Ser Ser Gly 
135 

teg gac ate 
Ser Asp lie 

gga gac aga 
Gly Asp Arg 



gca gtc 
Ala Val 

cag get 
Gin Ala 

gga aga 
Gly Arg 
75 

tec aga 
Ser Arg 

90 
aga gec 
Arg Ala 

ggt ttc 
Gly Phe 

ggt ggt 
Gly Gly 

cag atg 
Gin Met 
155 
gtc acc 
Val Thr 
170 



tct gga 146 
Ser Gly 
45 

cca ggc 194 
Pro Gly 
60 

agt gaa 242 
Ser Glu 

gac agt 290 
Asp Ser 

gag gac 338 
Glu Asp 

gat ate 386 
Asp He 
125 

ggt teg 434 
Gly Ser 
140 

acc cag 482 
Thr Gin 

ate acc 530 
lie Thr 
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tgc egg gec age gag 
Cys Arg Ala Ser Glu 
175 

aag cca ggg aaa gec 
Lys Pro Gly Lys Ala 
190 

gec agt ggg gee cca 
Ala Ser Gly Ala Pro 
210 

ttc act etc ace ate 
Phe Thr Leu Thr He 
225 

TAC TGC CAA CAA TAT 
Tyr Cys Gin Gin Tyr 
240 

aag ctg gag ate aaa 
Lys Leu Glu lie Lys 
255 

cgc 

<210> 85 
<211> 114 
<212> PRT 
<213> Human 

<400> 85 

Gin Val Gin Leu Gin 
I 5 



ggt att tat cac tgg ttg gee tgg tat cag cag 578 
Gly He Tyr His Trp Leu Ala Trp Tyr Gin Gin 

180 185 
cct aaa etc ctg ate tat aag gee tct agt tta 626 
Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu 
195 200 205 

tea agg ttc age ggc agt gga tct ggg aca gat 674 
Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp 

215 220 
age age ctg cag cct gat gat ttt gca act tat 722 
Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr 

230 235 
AGT AAT TAT CCG CTC ACT TTC GGC GGA GGG ACC 770 
Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr 

245 250 
gac tac aag gat gac gac gat aag tgataagegg c 820 
Asp Tyr Lys Asp Asp Asp Asp Lys 

260 265 

823 



Gin Ser Gly Pro Gly Leu Val Lys Pro Ser Glu 
10 15 
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Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Asp Ser lie Ser Ser Tyr 

20 25 30 

Tyr Trp Ser Trp He Arg Gin Pro Pro Gly Lys Gly Leu Glu Trp He 

35 40 45 

Gly Tyr lie Tyr Tyr Ser Gly Ser Thr Asn Tyr Asn Pro Ser Leu Lys 

50 55 60 

Ser Arg Val Thr He Ser Val Asp Thr Ser Lys Ser Gin Phe Ser Leu 
65 70 75 80 

Lys Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr Cys Ala 

85 90 95 

Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg Gly Thr Met Val Thr Val 
100 105 110 

Ser Ser 

<210> 86 

<211> 342 

<212> DNA 

<213> Human 

<400> 86 

caggtgcagc tgcagcagtc gggcccagga ctggtgaagc cttcggagac cctgtccctc 60 

acctgcactg tctctggtga ctccatcagt agttactact ggagctggat tcggcagccc 120 

ccagggaagg gactggagtg gattgggtat atctattaca gtgggagcac caactacaac 180 

ccctccctca agagtcgagt caccatatca gtagacacgt ccaagagcca gttctccctg 240 

aagctgagct ctgtgaccgc cgcagacacg gccgtgtatt actgtgcgag agggcggtac 300 

ttcgatgtct ggggccgtgg caccatggtc actgtctcct ca 342 



<210> 87 
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<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (57) 

<223> reader sequence 

<308> GenBank No. AF062252 

<400> 87 

atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get ccc aga tgg 48 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala Pro Arg Trp 

1 5 10 15 

gtc ctg tec 57 
Val Leu Ser 



<210> 88 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH1 
<400> 88 

atgaaacatc tgtggttctt ccttctcctg gtggcagctc ccagatgggt cctgtcccag 60 
gtgcagctgc ageagteggg cccaggactg gtgaagcett cggagaccct 1JL0 



<210> 89 
<211> 110 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12E10VH2 
<400> 89 

acccaatcca ctccagtccc ttccctgggg gctgccgaat ccagctccag tagtaactac 60 
tgatggagtc accagagaca gtgcaggtga gggacagggt ctccgaaggc 110 

<210> 90 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH3 
<400> 90 

tggagtggat tgggtatatc tattacagtg ggagcaccaa ctacaacccc tccctcaaga 60 
gtcgagtcac catatcagta gacacgtcca agagccagtt ctccctgaag 110 

<210> 91 
<211> 114 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH4 
<400> 91 

tgaggagaca gtgaccatgg tgccacggcc ccagacatcg aagtaccgcc ctctcgcaca 60 
gtaatacacg gccgtgtctg cggcggtcac agagctcagc ttcagggaga actg 114 



<210> 92 
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<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHS, PCR primer 
<400> 92 

ttcaagcttc caccatgaaa catctgtggt tc 32 

<210> 93 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHA, PCR primer 
<400> 93 

ttgggatcca ctcacctgag gagacagtga ccat 34 

<210> 94 
<211> 426 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 

<222> (12)... (417) 

<223> 12E10H, H chain V region 

<400> 94 

aagcttccac c atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 50 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
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1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 98 
Pro Arg Trp Val. Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 146 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 194 
Asp Ser lie Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 242 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 290 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr Tie Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gee gca gac acg 338 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gee gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 386 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
110 115 120 125 

ggc acc atg gtc act gtc tec tea ggtgagtgga tcccaa 426 
Gly Thr Met Val Thr Val Ser Ser 
130 



<210> 95 
<211> 110 
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<212> PRT 
<213> Mus 

<400> 95 

Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin 

1 5 10 15 

Ser He Thr He Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr 

20 25 30 

Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu 

35 40 45 

Met He Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe 

50 55 60 

Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr lie Ser Gly Leu 
65 70 75 80 

Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg 

85 90 95 

Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu 
100 105 110 

<210> 96 
<211> 330 
<212> DNA 
<213> Mus 



<400> 96 

tcctatgtgc. tgactcagcc accctcggtg 
tcctgcactg gaaccagcag tgacgttggt 
cacccaggca aagcccccaa actcatgatt 



tcagggtctc ctggacagtc gatcaccatc 60 
ggttataact atgtctcctg gtaccaacag 120 
tatgagggca gtaaacggcc ctcaggggtt 180 
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tctaatcgct tctctggctc caagtctggc aacacggcct ccctgaccat ctctgggctc 240 
caggctgagg acgaggctga ttattactgc agctcatata caaccagaag cactcgggtg 300 
ttcggcggag ggaccaagct gaccgtccta 330 

<210> 97 

<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)...(57) 

<223> reader sequence 

<310> 

<400> 97 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 48 
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

1 5 10 15 

tct gtg acc 57 
Ser Val Thr 

<210> 98 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL1, PCR primer 
<400> 98 

atggcctgga ccgttctcct cctcggcctc ctctctcact gcacaggctc tgtgacctcc 60 
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tatgtgctga ctcagccacc ctcggtgtca gggtctcctg gacagtcgat 110 

<210> 99 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL2, PCR primer 
<400> 99 

tcatgagttt gggggctttg cctgggtgct gttggtacca ggagacatag ttataaccac 60 
caacgtcact gctggttcca gtgcaggaga tggtgatcga ctgtccagga 110 

<210> 100 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL3, PCR primer 
<400> 100 

cccccaaact catgatttat gagggcagta aacggccctc aggggtttct aatcgcttct 
ctggctccaa gtctggcaac acggcctccc tgaccatctc tgggctccag 

<210> 101 
<211> 102 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL4, PCR primer 



60 
110 
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<400> 101 

taggacggtc agcttggtcc ctccgccgaa cacccgagtg cttctggttg tatatgagct 60 
gcagtaataa tcagcctcgt cctcagcctg gagcccagag at 102 

<210> 102 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLS, PCR primer 
<400> 102 

atcaagcttc caccatggcc tggaccgttc t 31 

<210> 103 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLA, PCR primer 
<400> 103 

ctaggatccg ggctgaccta ggacggtcag cttggt 36 



<210> 104 
<211> 387 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 
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<222> (1). . . (387) 

<223> 12E10L, L chain V region 

<310> 

<400> 104 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 48 

Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

1 5 10 15 

tct gtg acc tec tat gtg ctg act cag cca ccc teg gtg tea ggg tct 96 

Ser Val Thr Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser 

20 25 30 

cct gga cag teg ate acc ate tec tgc act gga acc age agt gac gtt 144 

Pro Gly Gin Ser He Thr lie Ser Cys Thr Gly Thr Ser Ser Asp Val 

35 40 45 

ggt ggt tat aac tat gtc tec tgg tac caa cag cac cca ggc aaa gcc 192 

Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala 

50 55 60 

ccc aaa etc atg att tat gag ggc agt aaa egg ccc tea ggg gtt tct 240 

Pro Lys Leu Met lie Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser 
65 70 75 80 

aat cgc ttc tct ggc tec aag tct ggc aac acg gcc tec ctg acc ate 288 

Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr He 

85 90 95 

tct ggg etc cag get gag gac gag get gat tat tac tgc age tea tat 336 

Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr 

100 105 110 

Aca acc aga age act egg gtg ttc ggc gga ggg acc aag ctg acc gtc 384 

Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val 
115 120 125 
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eta 
Leu 



387 



<210> 105 
<211> 24 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1). . . (24) 

<223> FLAG, reader sequence 

<400> 105 

gac tac aag gat gac gac gat aag 24 
Asp Tyr Lys Asp Asp Asp Asp Lys 

<210> 106 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10S, PCR primer 
<400> 106 

tatgaattcc accatgaaac atctgtggtt 30 



<210> 107 
<211> 38 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> DB2, PCR primer 
<400> 107 

taggagctac cgcctccacc tgaggagaca gtgaccat 38 

<210> 108 
<211> 44 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DB1, PCR primer 
<400> 108 

gtctcctcag gtggaggcgg tagctcctat gtgctgactc agcc 44 

<210> 109 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10FA, PCR primer 
<400> 109 

attgcggccg cttatcactt atcgtcgtca tcottgtagt ctaggacggt cagcttggt 59 

<210> 110 
<211> 792 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<221> CDS 

<222> (11)... (778) 

<223> 12E10, Single chain Fv 

<400> 110 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly . 

30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp lie Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gee gca gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gee gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
UO 115 120 125 



WO 02/33072 



71/74 



PCT/JP01/09259 



ggc acc atg gtc act gtc tec tea ggt gga ggc ggt age tec tat gtg 433 
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Ser Tyr Val 

130 135 140 

ctg act cag cca ccc teg gtg tea ggg tct cct gga cag teg ate acc 481 
Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin Ser He Thr 

145 150 155 

ate tec tgc act gga acc age agt gac gtt ggt ggt tat aac tat gtc 529 
He Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val 

160 165 170 

tec tgg tac caa cag cac cca ggc aaa gec ccc aaa etc atg att tat 577 
Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu Met He Tyr 

175 180 185 

gag ggc agt aaa egg ccc tea ggg gtt tct aat cgc ttc tct ggc tec 625 
Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe Ser Gly Ser 
190 195 200 205 

aag tct ggc aac acg gec tec ctg acc ate tct ggg etc cag get gag 673 
Lys Ser Gly Asn Thr Ala Ser Leu Thr He Ser Gly Leu Gin Ala Glu 

210 215 220 

gac gag get gat tat tac tgc age tea tat aca acc aga age act egg 721 
Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg 

225 230 235 

gtg ttc ggc gga ggg acc aag ctg acc gtc eta gac tac aag gat gac 769 
Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp 

240 245 250 

gac gat aag tgataagegg cege 792 
Asp Asp Lys 
255 
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<210> 111 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> sc4. 3, PCR primer 
<400> 111 

ggtggctgag tcagcacata ggacgatccg ccaccacccg aaccaccacc acccgaacca 60 
cc 62 

<210> 112 
<211> 61 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> scl. 3, PCR primer 
<400> 112 

gcaccatggt cactgtctcc tcaggtggtg gtggttcggg tggtggtggt tcgggtggtg 60 
8 61 

<210> 113 
<211> 822 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (11). . . (807) 

<223> scl2E10, Single chain Fv 
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<400> 113 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag ace ctg tec etc ace tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser Tie Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age ace aac 241 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc ace ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg ace gee gca gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gec gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
HO 115 120 125 

ggc acc atg gtc act gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 433 
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 
130 135 140 
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ggt teg ggt ggt ggc gga teg tec tat gtg ctg act cag cca ccc teg 481 
Gly Ser Gly Gly Gly Gly Ser Ser Tyr Val Leu Thr Gin Pro Pro Ser 

145 150 155 

gtg tea ggg tct cct gga cag teg ate acc ate tec tgc act gga ace 529 
Val Ser Gly Ser Pro Gly Gin Ser He Thr lie Ser Cys Thr Gly Thr 

160 165 170 

age agt gac gtt ggt ggt tat aac tat gtc tec tgg tac caa cag cac 577 
Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His 

175 180 185 

cca ggc aaa gec ccc aaa etc atg att tat gag ggc agt aaa egg ccc 625 
Pro Gly Lys Ala Pro Lys Leu Met He Tyr Glu Gly Ser Lys Arg Pro 
190 195 200 205 

tea ggg gtt tct aat cgc ttc tct ggc tec aag tct ggc aac acg gee 673 
Ser Gly Val Ser Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala 

210 215 220 

tec ctg acc ate tct ggg etc cag get gag gac gag get gat tat tac 721 
Ser Leu Thr lie Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr 

225 230 235 

tgc age tea tat aca acc aga age act egg gtg ttc ggc gga ggg acc 769 
Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr 

240 245 250 

aag ctg acc gtc eta gac tac aag gat gac gac gat aag tgataagegg 818 
Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp Asp Asp Lys 

255 260 265 

cc gc 822 
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